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C1
Efﬁcacy of Rgd-porphyrins on murine tumoral melanocytes: Preliminary results.
A Sparsa, K Faucher, P Krausz, M Guilloton, F Sturtz, C Be´dane
Dermatologie, Equipe Accueil Me´decine Mole´culaire Humaine (EA3839), CHU Dupuyt-
ren, Laboratoire de Chimie des Substances Naturelles (UPRES EA 1069), Faculte´ des
Sciences, Limoges, France.
Photodynamic therapy remains controversial for melanoma treatment. To increase their
specificity RGD function has been grafted on porphyrins. RGD binds specifically on cell
surface integrin a5b3 which is expressed by tumour melanocytes and endothelial cells. We
report herein some preliminary results concerning the efficacy of newly synthetized
porphyrins on murine melanocytes (B16F10) and bovine endothelial cells (EJG).
Para-Triglycosyl- RGD porphyrin and Ortho-TG-RGD synthesis has been previously
published. B16F10 and EJG cells have been cultured in wells. Porphyrins were added after
3 days. Irradiation was performed with 10J/cm2, blue light, (450 nm Wavelenght) after 3 hours
incubation. Colorimetric MTT test was performed after irradiation, at day 1, 2, 3, and 4 to
determine cytotoxic and phototoxic porphyrin concentrations.
oTG-RGD porphyrin is phototoxic and not cytotoxic at 105M concentration on B16F10,
inducing 60% of cell death at day 2. pTG-RGD porphyrin is phototoxic and not cytotoxic on
B16F10 at 104M concentration, inducing 90% cell death At these concentrations porphyrins
are cytotoxic on EJG. pTG-RGD porphyrin is phototoxic and not cytotoxic on EJG (109M).
These results suggest that PDT using new RGD-porphyrins is active on tumour
melanocytes. Various types of porphyrins are being synthetised and evaluated to further
precise their activity and specificity.
C2
In vivo and ex vivo tanning response studies: Two potent molecular models.
Corre S1, Mekideche K2, Adamski H3, Chevrant-Breton J3, Watier E4, and Galibert MD1
1CNRS UMR6061-IFR GFAS- Universite´ Rennes1, Services de Dermatologie, 2Proclaim-
Rennes, 3et de Chirurgie Plastique 4CHU Rennes.
Skin cells are the first body defence protecting the organism against various injuries, such as
solar ultraviolet (UV) radiation, which participates in oncogenesis. Protection against UV-
mediated DNA damage is thus afforded by the tanning response in which UV irradiation
triggers melanocyte production of melanin. Melanin synthesis takes place in specific
organelles the melanosomes, which are transferred to the neighbouring keratinocytes,
generating a protective skin screen. Molecular process implicated in the tanning response
has been yet elucidated using in vitro tissue culture models (Galibert et al., 2001; Corre et al.,
2004). We are now investigating for the first time the in vivo UV-response at the RNA level,
using living cells. Briefly, photo-type II and III patients addressed for abdominal surgery, were
included in a photo-biological protocol. UV-B irradiation with a solar-simulator, was
performed at 2–4 J/cm2 on the excised area, 5h prior surgery, to allow significant UV-
induced gene transcription. Immediately after skin sample removal, tissues were process for
RNA extraction. Real time RT-PCR was set to quantify the most significant genes implicated
in the tanning response network including paracrine factors, receptors and pigment
manufacturer genes (POMC, Endothelin, FGF-2, MC1R, Tyrosinase, TRP-1 and Dct). Results
obtained in triplicate were in total correlation with the ones obtained in vitro using tissue
culture models. Significant gene expression induction was observed following UV stimulation,
in an UV-dose dependant manner. Furthermore, UV-induced mRNA levels were higher for
those genes expressed mainly in keratinocytes. As a second step study, we investigated, UV-
induced gene expression using whole-skin-disk, from each patients. Comparable results
were obtained and only p38 UV induced-dependant genes were blocked in the presence of
the p38 specific inhibitor (SB203580). In conclusion, our results describe for the first time
in vivo molecular process of the tanning response, and depict human-whole-skin-disk as a
potent model to study further, molecular mechanisms underlying the UV-response in the
presence of various pharmacological drugs.
C3
Anti-Proliferative Effect of Semaphorins 3A and 3F on Melanoma Cell Lines.
V. Buffard1, I. Chabbert-de Ponnat2, A. Marie-Cardine2, M. Bagot1, A. Bensussan2, P.
Wolkenstein1
1service de dermatologie. Hoˆpital Henri Mondor. 94010 Cre´teil. 2unite´ INSERM 659. Faculte´
de me´decine Paris 12. 94010 Cre´teil.
Introduction: Semaphorins are proteins implicated in axonal development, morphogenesis,
immunomodulation, apoptosis and carcinogenesis. It has been demonstrated that the
secreted semaphorins Sema 3A and 3F have anti-tumoral properties. They also present an
anti-angiogenic effect by competitively inhibiting VEGF binding to its receptor (neuropilin 1 or
2). In addition, Sema 3A has an anti-mitotic effect on mesothelioma cells. Finally Sema3F,
initially described as a tumor suppressor in lung cancer, inhibits the tumorigenicity of different
cancer cell lines. We investigated the possibility of an anti-proliferative effect of Sema 3A and
3F on two melanoma cell lines.
Methods: Soluble forms of Sema 3A and 3F, fused to alkaline phosphatase (AP), were
obtained from transiently transfected Cos cells. Their binding to melanoma cell lines (A375
and MM170) was tested by performing semaphorin binding assays. Expression of both
semaphorins, and of their receptors, was investigated by RT-PCR and flow cytometry. Cell
line proliferation was measured following direct incubation of the cells with Sema 3A- or 3F-
AP, or upon transfection of the cells with an expression vector coding for each semaphorin.
Results: Sema 3A and 3F both bind to the melanoma cell lines tested. Their can be detected
in each cell line by RT-PCR and/or immunostaining, as well as their receptors (neuropilin 1
and 2, plexin A1 and A2). Sema 3A and 3F specifically inhibit the in vitro proliferation of
melanoma cell lines.
Conclusion: Our results show the anti-proliferative potential of Sema 3A and 3F on
melanoma cell lines. Preliminary studies on tumor samples from patients with metastatic
melanoma revealed the presence of Sema 3A and 3F transcripts. It is therefore possible that
the loss of cell surface expression of Sema 3F by tumor cells could be correlated with a more
agressive phenotype.
C4
Prevalence of MC1R and Patched gene polymorphism in French patients with BCC.
M Libouteto, G Delestaing, L Dubertret$, C Vilmer$, B Grandchamps, Soufir1 and N
Basset-Se´guin$
U716, $Service de Dermatologie, Hoˆpital Saint-Louis, Paris, Service de Biochimie
Hormonale et Ge´ne´tique, Hoˆpital Bichat, Paris.
Loss-of-function variants of the MC1R gene, a key control of human skin pigmentation, have
been shown to increase the risk of Basal Cell Carcinomas (BCC) in the Netherlands,
Queensland, and Irish population. In addition, germline mutations of patched predispose to
Gorlin Syndrome, an hereditary condition highly associated with BCC. Recently, association
of patched polymorphisms with sporadic BCC has been proposed in the British population.
The prevalence and role of MC1R and patched variants in the genetic predisposition to BCC
are not known in the French population. MC1R variants were searched in 125 BCC cases and
in 151 controls. In addition, we genotyped two patched polymorphisms (Pro1315Leu, Ins 8pb
IVS1). MC1R loss-of-function variants were present in 66% of BCC patients versus 41% of
control subjects (po0.0001), confirming the role of MC1R in genetic predisposition to BCC in
the French population. Three frequent variants were significantly associated with BCC risk:
Val60Leu, Arg151Cys, and Val92Met (respective Odds Ratios of 2.94 [1.74–4.97], 3.65 [1.24–
10.74], and 2.7 [1.4–7.21]. The BCC dependant-MC1R risk strongly persisted after
stratification on clinical risk factors (skin type, hair and eye color, solar lentigines). In multiple
logistic regression analysis, MC1R variants appeared as the second BCC risk factor
(OR¼ 2.45[1.31–4.58]) after solar lentigines (OR¼ 3.30[1.76–6.18]). In addition, the patched
1315Pro allele was also associated with BCC risk (OR 1.85 [1.14–3]). Our data show that
MC1R loss-of-function variants are also a strong and independent risk factor for BCC in
France, and suggest that assessing MC1R status could be useful, in association with clinical
risk factors assessment, for identifying high-risk groups to be targeted for prevention. In
addition, our data suggest that patched polymorphisms could also influence BCC
susceptibility.
C5
SPARC represses E-cadherin and induces mesenchymal transition during melanoma
development.
Guillaume Robert1, Ce´dric Gaggioli1, Olivier Bailet1, Patricia Abbe1, Edith Aberdam1, Robert
Ballotti1 and Sophie Tartare-Deckert1
1Inserm, U597, Biologie et Pathologies des Cellules Me´lanocytaires, Faculte´ de Me´decine,
28 avenue de Valombrose, Nice, F-06107 Ce´dex 2 France.
E-cadherin plays a critical role in regulating cell-cell interactions in development and
maintenance of epithelial tissues and during carcinogenesis. During progression of
melanoma, loss of E-cadherin contributes to uncontrolled growth and invasive behavior of
transformed melanocytes. Secreted Protein Acidic and Rich in cysteine (SPARC) is a
nonstructural matricellular protein that regulates cell-matrix interactions leading to alterations
in cell adhesion and proliferation. Overexpression of SPARC has been associated with
progression of various cancers including melanoma, however its role in primary tumor
development is not well defined. We show that human normal melanocytes overexpressing
SPARC adopt a fibroblast-like morphology, concomitant with the loss of E-cadherin
expression and increased expression of mesenchymal markers. SPARC expression is
inversely correlated to E-cadherin expression in melanocytes and malignant melanoma cell
lines. Ectopic expression of SPARC results in E2 box-dependent transcriptional down-
regulation of E-cadherin and correlates with induction of Snail, a repressor of E-cadherin
gene expression. Conversely, SPARC depletion leads to upregulation of E-cadherin, and
SPARC-null cells exhibit a marked decrease in their migratory and invasive phenotype.
Finally, we show that SPARC-mediated loss of E-cadherin destabilizes the E-cadherin and b-
catenin complex and allows nuclear translocation of b-catenin. Our findings support a critical
role for SPARC in malignant transformation of normal melanocytes and identify a novel
mechanism whereby SPARC promotes tumorigenesis by mediating E-cadherin suppression.
C6
The three peptidylarginine deiminases expressed in human epidermis differ by their
substrate speciﬁcities and functional properties.
M.-C. Me´chin1, M. Enji2, R. Nachat1, S. Chavanas1, M. Charveron3, G. Serre1, H. Takahara2,
M. Simon1
1CNRS-University of Toulouse III, UMR 5165, Toulouse, France. 2Department of Applied
Biological Resource Sciences, School of Agriculture, Ibaraki University, Japan. 3Institut de
Recherche Pierre Fabre, Toulouse, France.
Deimination, a post-translational modification catalyzed by peptidylarginine deiminases
(PADs), appears as a crucial Ca2þ -dependent event in the last steps of epidermal
differentiation. In normal epidermis, three PADs are expressed (PAD1, 2 and 3). However,
the relative role of each PAD is not yet known. Here, we produced and purified active
recombinant human PAD1-3 and analyzed their biochemical properties using nine synthetic
arginine-derivatives and human filaggrin, either native or recombinant. The three PADs clearly
showed distinct substrate specificities. All of them were able to modify filaggrin, but with
various efficiencies. They also displayed different physicochemical characteristics, in
particular calcium and pH sensitivities. Our results indicate that the three human PADs are
well adapted to work in the physicochemical conditions of the stratum corneum, and suggest
that they have different substrates and therefore different roles in the epidermis under
physiological conditions. Further studies are needed to decipher which PAD is responsible for
the deimination of filaggrin, an essential step leading to free amino acid production necessary
for epidermal barrier function.
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C7
Peptidylarginine deiminase isoforms are differentially expressed in the anagen hair
follicles and other human skin appendages.
R. Nachat1, M.-C. Me´chin1, M. Charveron2, G. Serre1, J. Constans1, M. Simon1
1CNRS-University of Toulouse III, UMR 5165, Toulouse, France. 2Institut de Recherche
Pierre Fabre, Toulouse, France.
Peptidylarginine deiminases (PADs) catalyze the conversion of arginine residues to citrullines.
Five isoforms are known which present distinct tissue locations. In the epidermis, like in the
skin, only PAD1, 2 and 3 are expressed. Their pattern of expression in skin appendages is not
known. Here, confocal microscopy analysis using highly specific antibodies demonstrated
that PAD1 and 3 are expressed in human anagen hair follicles, PAD1 and 2 in arrector pili
muscles and sweat glands, whereas no PADs were detected in sebaceous glands. PAD1 was
detected in the cuticle and the Huxley layer of the inner root sheath (IRS), and in the
companion layer. PAD3 was localized in the medulla, and in the three layers of the IRS. Using
anti-modified citrulline antibodies, we also showed that deiminated proteins appeared in the
lower part of the IRS, first in the Henle layer, then in the cuticle and finally in the Huxley layer.
Our data demonstrate that PAD3 is the enzyme which deiminates trichohyalin in the medulla
and the Henle layer, indicate that PAD1 and 3 are involved in the hair follicle programs of
differentiation, and suggest a role for PAD1 and 2 in the physiology of sweat glands and
arrector pili muscles.
C8
Abnormal expression of plakoglobin in skin and heart of patients with arrhythmogenic
right ventricular cardiomyopathy (ARVC).
C Prost(1), G Fontaine(2), P Forne`s(3), JC Daubert(4), S Fraitag(5), N Brousse(5)
(1)Laboratoire d’histologie, UFR Paris 13, (2)(4) Services de cardiologie, (2)Hoˆpital de La
Pitie´ – (4) CHU Rennes (3)(5) Services d’anatomo-pathologie, (3)HEGP- (5) Hoˆpital Necker
Enfants maladies.
Epidermis, hair follicles and myocardium have similar adhering junctions between their cells
(desmosomes, adherens junctions). An abnormality in the gene of plakoglobin (PK) which is a
component of both desmosomes and adherens junctions, has been identified in Naxos’
disease which is characterized by diffuse palmoplantar keratoderma (PPK), woolly hair and
an ARVC, responsible for arrhythmias, sudden death and/or heart failure. In non syndromic
ARVC, abnormalities have been identified in the genes of desmoplakin (DP) and plakophilin 2
(PP2), 2 other desmosomal proteins. In the present study, we investigated the immunohis-
tochemical expression of adhering junctions’ molecules, in the heart and the skin of a family
with a non-syndromic ARVC.
The heart of the father (He 1) who died from ARVC and the skin of her daughter in whom an
ARVC was suspected (Sk 1) were processed for immunohistochemistry using commercial
antibodies against C and N terminal domain of PK (C-PK, N-PK), DP, PP2, desmoglein 2
(Dsg2), N and E cadherin, a and b catenins. Normal thin (Sk 2-3) and thick (Sk 4-5) skins, non
syndromic PPK skins (Sk 6-7), hearts of patients died from Naxos’disease (He 2-3) or
common dilated cardiomyopathies (He 4-5) and normal hearts (He 6-9) served as controls.
In hearts He 1-3 and skin Sk1, in contrast to controls (He 4-9 and Sk 2-7), we found no
expression of C-PK, whereas the N-PK expression was normal. We also found no Dsg2
expression in He 1-3 intercalated disks cardiomyocytes and an abnormal nuclear expression
of Dsg2 in He 3 cardiomyocytes. The expression of all the other molecules which have been
tested was normal.
In conclusion, for the first time in ARVC, a cardiomyopathy leading to sudden death, this
study demonstrated an absence of expression of the C terminal end of plakoglobin not only in
heart but also in skin of patients. Consequently, skin appears as a good tool to select
candidate genes and characterize functional anomalies.
C9
Tissues distribution and cellular distribution of human cgi-58 protein mutated in
dorfman-chanarin syndrome.
Z. BEN SELMA1, F. CAUX1, M. GUERRIN2, J. FISCHER3, L. LAROCHE1
1Dermatologie and UPRES EA 3408, 2C.H.U., 93000 Bobigny; UMR 5165, 331000 Toulouse;
Centre National de Ge´notypage2, 91000 Evry, France.
Dorfman-Chanarin syndrome (DCS) is a recessive disease characterized by an ichthyosiform
erythroderma associated with a diffuse tissular accumulation of triacylglycerol. We have
previously identified mutations in a new gene, CGI-58, in DCS. However, tissue distribution
and cellular location of CGI-58 protein encoded by this gene is unknown and structural data
on the protein are needed.
RT-PCR was used to study mRNA expression of CGI-58 gene in different cellular types and
human tissues.
Polyclonal antibodies to the N- and C-terminal domains of CGI-58 protein were elicited in
NZW rabbits by injections of synthetic peptides of 13 and 14 amino acids conjugated via a
terminal cysteine residue to hemocyanin. Indirect immunofluorescence (IIF) and immunoblot-
ting were performed using rabbit sera before and after 4 immunizations. Specificity of these
polyclonal antibodies was tested by immunoblotting using recombinant CGI-58 present in
cellular extracts of COS cells transfected by a plasmid encoding two Myc and 6-histidine tags
in frame with the CGI-58 sequence (pCEP4).
CGI-58 mRNA was highly expressed in fibroblasts, Hacat cells and fat tissue by RT-PCR. It
also was detected with lesser amounts in epidermis, muscle, heart, liver, lung, stomach,
colon, tonsil and neutrophils.
Using IIF, a diffuse but predominantly perinuclear cytoplasmic staining was observed on
cultures of human skin fibroblasts, keratinocytes and Hela cells with both sera. A cytoplasmic
staining of keratinocytes in all epidermal layers, although more intense in the cornified one
was demonstrated by IIF on normal human skin.
The molecular weight of the recombinant form of CGI-58 protein was around 47 kDa under
reducing and denaturating conditions. Given that the calculated molecular weight of the
product of CGI-58 gene was 40 kDa, post-translational modifications was searched using
enzymatic digestion (PNGase F) and competitive inhibitor (tunicamycin) but no N-
glycosylation was detected.
The cytoplasmic and perinuclear location of CGI-58 protein is in accordance with the site of
accumulation of triacylglycerol in DCS. Analysis of CGI-58 mRNA shows an ubiquitous
distribution and an overexpression in some trigger tissues involved in DCS.
C10
Loss of regulation of epidermal proteases activity: Lessons from Spink5–/– mice.
Descargues P, Deraison C, Bonnart C et Hovnanian A
INSERM U563, Universite´ Paul Sabatier, Place du Dr Baylac, 31059 Toulouse.
Epidermal proteases play a major role in the differentiation and the desquamation processes
of the epidermis. The recent identification of SPINK5 encoding the serine protease inhibitor
LEKTI as the defective gene in Netherton syndrome (NS), provided the first exemple of a
human skin disease caused by defective inhibition of epidermal serine proteases. We
generated Spink5–/– mice which faithfully replicate key features of Netherton syndrome,
including abnormal desquamation, impaired keratinization, hair malformation and a skin
barrier defect. LEKTI deficiency in mice causes Stratum Corneum Tryptic Enzyme (SCTE) and
Stratum Corneum Chymotryptic Enzyme-like (SCCE) hyperactivity, resulting in desmoglein 1
degradation and abnormal desmosome cleavage in the upper granular layer. This leads to
defective stratum corneum adhesion and resultant loss of skin barrier function, from which
the animals die within a few hours of birth. Profilaggrin processing is increased, loricrin and
involucrin are overexpressed, implicating LEKTI in the cornification process. Intercellular
adhesion is lost in the inner root sheath and hair shafts are irregular and shrunk.
Transplantation experiments of dorsal skin from Spink5–/– newborns onto immunodeficient
mice reproduce major histological changes similar to NS patients: the epidermis is
hyperproliferative, showing acanthosis, papillomatosisa and a prominent hyperkeratosis with
focal parakeratosis and hypogranulosis. The stratum corneum is often detached from the
underlying epidermis. Hair follicles are scarce and display a pronounced disorganisation.
These epidermal malformation are associated with an inflammatory infiltrate in the papillary
dermis. This work identifies LEKTI as a key regulator of epidermal protease activity, with
profound effects on epidermal desquamation, the cornification process and hair formation.
C11
Human SP keratinocytes exhibit long-term proliferative potential and a speciﬁc gene
expression proﬁle.
Gae¨lle Larderet1,2, Pierre Vaigot1,3, Marine Cegalerba1, Peggy Malte`re1, Xavier Gidrol1,
Miche`le T. Martin1,2, Gilles Waksman1,2
1Service de Ge´nomique Fonctionnelle, CEA, Evry. 2Universite´ d’Evry Val d’Essonne (EA
2541: Universite´ d’Evry/CEA), Evry. 3UMR 217 CEA/CNRS, Fontenay aux Roses, France.
The aim of the present study was to characterize human SP keratinocytes isolated from
primary cell cultures. For that purpose, keratinocytes were isolated from normal adult breast
samples and the Hoechst exclusion assay described for haematopoietic cells was adapted
for keratinocytes. Three types of keratinocytes were studied: the side population (SP), the
main population (MP) and the unsorted initial population. SP cells represented an average of
0.16 % of the total population. They were undifferentiated epidermal cells but did not over-
express b1 and a6 integrins. In short-term cultures, SP keratinocytes exhibited an increased
colony forming efficiency and produced more actively growing colonies than unsorted and
MP keratinocytes. Moreover, SP cells exhibited a larger expansion potential in long-term
cultures. They performed a mean of 44 population doublings over up to 12 successive
passages. Unsorted and MP keratinocytes promoted a reduced expansion: mean of 14
population doublings over 6 passages and 12 population doublings over 4 successive
passages, respectively. To further characterize SP cells, cDNA microarrays spotted with 9120
probes were used to identify their molecular signature. Transcriptome analysis showed that
41 genes were differentially expressed in SP versus MP cells, with 37 up-regulated genes and
only 4 down-regulated genes in SP cells. The majority of these genes were functionally
related to the regulation of transcription and cell signalling. In conclusion, SP keratinocytes
can be isolated from primary cultures of adult human epidermis. These cells exhibit both
short and long-term high proliferative potential and a specific gene expression profile.
C12
In virtuo model for the allergic urticaria: Preliminary results.
G. Desmeulles, V. Rodin, L. Misery
European Centre of Virtual Reality, Laboratory of Skin Neurobiology, Brest, France.
Nowadays, the Virtual Reality (VR) allows the simulation and the (in virtuo) experimentation of
complex phenomena, to complete and sometimes to replace the in vivo or the in vitro
investigations. VR is a predilection tool to study and to undersand the complex systems we
model. We applied this alternative method to the study of a complex pathology: the allergic
urticaria. We have created a model of virtual skin.
The VR methods differ from classical analytical methods for the simulation in biology. They
are based on the autonomy of the entities that populate the virtual universes. This aspect
allows the coexistence of data having very different natures. It also permits to different
disciplines (biology, computer science, dermatology, mathematics . . .) to collaborate on a
same systemics study. Thus, we use multiagent systems, the AReVi plateform and algorithms
based on chaotic and asynchronous iterations.
In this framework, we have built a three-dimensional model of skin. The model represents a
cube of 600 mm length. We can experiment the injection of antigen, in the virtual skin, the
activation of the mast cells, the histamine release in the tissue, the association of the histamin
with its receptors and the induced consequences. We can also do the experience of the
antihistaminic injection in the system.
The obtained results are preliminary to the constitution of a wider biological model. We
wish, for example, enrich our model by the presence of nervous fibers. The preliminary results
obtained by the usage of the VR allow envisioning in virtuo experiments on skin allergy and its
treatment.
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C13
A new skin equivalent model to study UV effects on Langerhans cells and dermal
dendritic cells.
N. Bechetoille, V. Andre´, C. Dezutter-Dambuyant1, E. Perrier
COLETICA, 32 rue Saint Jean de Dieu, 69007 Lyon, France, 1EA 37-32, Pav R,
Dermatology, Edouard Herriot Hospital, Lyon, France
Aim of the study: Skin dendritic cells (DC), Langerhans cells (LC) and dermal DC (DDC)
closely interplay with cutaneous microenvironment in order to elicit suitable immune
responses. To better understand the involvement of LC and DDC in the polarization of
immune responses, we performed skin equivalent (SE) model integrating both LC and DDC.
Materials/Methods: LC- and DDC-type DC are simultaneously generated in vitro from
monocytes cultured with GM-CSF, TGF-b1, IL-13 and TNF-a. Both LC and DDC are
integrated into our SE (MIMESKIN
s
, COLETICA), and further cultured for 14 days. Then, SE
are exposed to a single simulated solar UV radiation (UV-SSR). Histological and immuno-
histochemical studies are performed at 3 days post-UV-SSR.
Results: LC-type DC (Langerinþ , HLA-DRþ ) and DDC-type DC (DC-SIGNþ , FXIIIaþ , HLA-
DRþ ) are respectively located into epidermal and dermal compartment of SE. Both LC and
DDC did not express DC-LAMP since they are maintained immature by steady state
environment of SE. After UV-SSR, LC migrated into the dermal compartment of SE and DDC
colonized the deep areas of dermal compartment. Both LC and DDC exhibited cell shape
related to their migratory capacity and also expressed CCR7 receptor. However, expression
of DC-LAMP is only detected on dermal LC. Our early results evidenced the functionality of
LC and DDC and their respective and/or helpful involvement into UV-induced immune
responses.
Perspectives: As MIMESKIN
s
is able to integrate both functional LC and DDC in
immunological steady state, our model provides a suitable tool allowing to investigate
mechanisms related to the skin immuno-suppression and Th1/Th2 immunity.
C14
High-frequency elastography for the in-vivo study of the mechanical behavior of skin.
G. Josse1, Y. Mofid2, F. Ossant2, JM Lagarde1
1Institut de Recherche Pierre Fabre, Toulouse, France, 2Laboratoire UltraSons, Signaux et
Instrumentation, FRE 2448 CNRS, Tours, France.
The aim of this study was to demonstrate the use of high-frequency static elastography for
the in-vivo study of the mechanical behavior of skin. The method consists of tracking the
modification of the echographic signal due to local tissue displacement.
Skin diseases often involve a reorganization of cutaneous tissue, which may result in
mechanical modifications to the skin. Thus the measurement of the skin’s mechanical
properties may provide functional information on those processes. We present a high
frequency ultrasound technique called elastography for imaging the deformation of skin
structures when an external stress is applied.
The efficacy of the strain and displacement measurements was first evaluated in PVA-
cryogel phantoms. After these controls in-vivo experiments were conducted on several sites
of healthy human skin. In the axial displacement image, the dermis clearly showed a gradient
of displacement according to depth, unlike the hypodermis and sub-hypodermis area which
showed a quasi constant displacement. The axial strain image showed several results. The
most surprising observation is that the dermis had a quasi-homogeneous strain correspond-
ing to an axial thickening while it is extended. This phenomenon has never been observed on
regular material. Further measurements are needed in order to better understand the dermal
deformation observed.
This in-vivo study showed the potential of elastography for the study of the mechanical
behavior of healthy and diseased skin. In particular it demonstrates an unusual deformation
mechanism of the dermis when extended.
C15
A culture of Merkel cells?
Y. Chateau1, N. Boulais1, G. Dorange1, J.F. Cle´ment2, N. Rougier3, C. Chesne´3, L. Misery1
1Unite´ de Physiologie Compare´e et Inte´grative, Universite´ de Brest, 2LATIM, 3Biopredic
International
Merkel cells (MC) are about 1% of epidermal cells. They still remain poorly known because it
is difficult to maintain them in culture and it is not possible to obtain cell proliferation in vitro.
MC are narrowly linked to nerve endings issued from sensory neurons and synapses between
these cells are usual. These neurons originate in dorsal root ganglia (DRG) close to spinal
cord (SC). Neurites from these neurons are directed to both epidermis and SC.
In order to get a model reproducing this physiological circumstance, we have performed
compartmented cell cultures. In the middle, we have introduced a suspension of epidermal
cells, with 1% of MC (50000 cells) obtained from human skin biopsies. Around this central
domain, we have incubated sensory neurons (1500 cells) from rat DRG. The third
compartment was occupied by SC neurons (5000 cells). All cells were obtained by enzymatic
and mechanical dissociation. After 15 days of culture, cells were fixed and immunostainings
were made to identify neurons (PGP 9.5), keratinocytes (keratin) and MC (CK 20 and
chromogranin A).
Confocal scanning laser microscopy revealed the presence of in vitro connexions between
MC and neurons. The number of MC was near 10% in the epidermal equivalent.
This co-culture allows the in vitro reconstitution of synapse-like structures between MC and
neurons and the possibility to study interactions between these cells. Neurons may permit a
true culture of MC or at least the obtention of a cell suspension enriched in MC.
C16
The steroid receptor co-activator-1 (SRC-1) potentiates TGF-b/Smad signaling: role of
p300/CBP.
Sylviane Dennler1, Vale´rie Pendaries1, Charlotte Tacheau1, Monica A Costas2, Alain
Mauviel1 and Franck Verrecchia1
1INSERM Unit 697, Institut de recherche sur la peau, Hopital Saint-Louis, Paris, France;
2Deparmento de Cs. Biologicas, Facultad de Ciencias Exactas y Naturales, Universidad de
Buenos Aires, Argentina
The three related 160-kDa proteins, SRC-1, TIF-2 and RAC-3, were initially identifed as
factors interacting with nuclear receptors. They have also been reported to potentiate the
activity of other transcription factors such as AP-1 or NF-kB. The aim of this work was to
identify whether SRC-1 interferes with the TGF-b/Smad signaling pathway, and if so, to
identify its underlying mechanisms of action. Using transient cell transfection experiments
performed in human dermal fibroblasts with the Smad3/4- specifc (SBE)4-lux reporter
construct, as well as the human PAI-1 promoter, we determined that SRC-1 enhances TGF-b-
induced, Smad-mediated, transcription. Likewise, SRC-1 overexpression potentiated TGF-b
induced upregulation of PAI-1 steady-state mRNA levels. Using a mammalian two-hybrid
system, we demonstrated that SRC-1 interacts with the transcriptional co-activators p300/
CBP, but not with Smad3. Overexpression of the adenovirus E1A oncoprotein, an inhibitor of
CBP/p300 activity, prevented the enhancing effect of SRC-1 on Smad3/4-mediated
transcription, indicating that p300/CBP may be required for SRC-1 effect. Such hypothesis
was validated, as expression of a mutant form of SRC-1 lacking the CBP/p300-binding site
failed to upregulate Smad3/4-dependent transcription, while full-length SRC-1 potentiated
p300/Smad3 interactions. These results identify SRC-1 as a novel Smad3/4 transcriptional
partner, facilitating the functional link between Smad3 and p300/CBP.
C17
Pathogenetic mechanisms of vitiligo in a patient with Sezary syndrome.
Knol AC, Guilloux Y, Que´reux G, Marques-Briand S, Pandolfino MC, Khammari A et Dre´no B
INSERM U601, Nantes, France
Cases exhibiting association between vitiligo and cutaneous T-cell lymphoma (CTCL) remain
rare and for the moment it remains unanswered whether some T-cell sub-populations of the
CTCL are able to recognize in a specific manner some melanocytic epitopes, thus inducing
vitiligo.
The aim of our study was to determine whether some T-cells specific to melanocyte
differentiation antigens are detectable among tumour infiltrating lymphocytes (TIL) extracted
from hypopigmented skin lesions of a Sezary syndrome patient.
We clinically examined one patient with Sezary syndrome who developed a vitiligo during
her evolution, and performed immunohistochemical and immunological studies on skin
biopsies of both pigmented and hypopigmented skin. We realized an in vitro study by
transfecting COS7 cells with patient’s class I molecules and melanoma associated antigens.
Immunohistochemical studies showed a staining with HMB45 and Melan-A monoclonal
antibodies in the pigmented skin biopsy, whereas no staining was observed in the
hypopigmented skin biopsy. In the HLA-A2301 context, we observed a production of TNF
by CD8þTIL against COS7 cells transfected with three melanocyte differentiation antigens:
Melan-A/MART1, tyrosinase and gp100. The strongest production of TNF was observed with
Melan-A/MART1 antigen.
Our study supports the concept that vitiligo developed during the course of a CTCL is
related to the presence of a T-lymphocytes sub-population reactive against melanocyte
differentiation antigens (mainly Melan-A/MART1) present in skin lesions.
C18
Study of the B- and T-lymphocyte responses in pemphigus patients treated by anti-CD20
immunotherapy (Rituximab).
Musette P1, Mouquet H2, Jacquot S2, Gilbert D2, Huetz F3, Roujeau JC4, D’Incan M5, Doutre
MS6, Gorin I7, Caux F8, Bedane C9, Oro S10, Tron F2, Joly P1
1Dermatologie, CHU Rouen. 2INSERM U519, IFRMP23, Rouen. 3Immunologie, Institut
Pasteur. 4Dermatologie, CHU Cre´teil, Paris. 5Dermatologie, CHU Clermont Ferrand,
Clermont Ferrand. 6Dermatologie, Hoˆpital Haut Le´veˆque, Pessac. 7Dermatologie, CHU
Cochin, Paris. 8Dermatologie, Hoˆpital Avicienne, Bobigny. 9Dermatologie, Hoˆpital Dupuytre,
Limoges. 10Dermatologie, CHG Argenteuil, France.
Mots cle´s: Pemphigus, anti-CD20 (Rituximab), Autoantibodies
Rituximab (Mabthera
s
) is a chimeric mAb directed against the human CD20 molecule that
is expressed by pre-B cells and B lymphocytes but not by plasma cells. Rituximab induces
the destruction of CD20þ lymphocyte populations and represents an effective treatment for
non-Hodgkin’s lymphoma and for several autoimmune diseases. Pemphigus is a specific
autoimmune disease mediated by pathogenic autoAbs directed against desmogleins (Dsg).
We have treated pemphigus patients (n¼ 10) by anti-CD20 immunotherapy (Rituximab) in a
prospective study and analyzed the immunological modifications.
Ten patients presenting pemphigus vulgaris (PV) (n¼ 6), foliaceus (PF) (n¼ 3), or
paraneoplastic pemphigus (PNP) (n¼ 1) were included in the study. At D90, 8 patients were
in complete remission (CR) and 2 in partial remission (RP). Two patients relapsed at 8 months.
During the monitoring, rate and phenotype of B lymphocytes, CD4þ and CD8þT
lymphocytes as well as anti-epidermis, anti-Dsg1 and anti-Dsg3 Ab titers were determined
at D0, D21, D90, D120, D180, D270, D360. Moreover, the B-cell repertoire was analysed at
D0 by a B-cell immunoscope method.
Treatment by Rituximab (375 mg/m2/week) induced the complete depletion of circulating B
lymphocytes from D21. We observed 3 types of autoAb responses: (i) decreases of anti-Dsg
Ab titers that were associated with CR started at D21 to reach the negative threshold at D90
for anti-Dsg1 Abs (7/9 patients) and at D120 for anti-Dsg3 Abs (4/6 patients), (ii) in 2 PF
patients that relapsed at 8 months, we observed a persistence of anti-Dsg1 Abs (iii) anti-Dsg3
Abs persisted in 2 PV patients with CR. Between the 6th and 9th month following the first
Rituximab perfusion, a highly diverse B-cell repertoire is reconstituted moreover, B cells
presented a naı¨ve phenotype (CD5þ , CD27-). Study of the B-cell repertoire diversity before
treatment showed B-cell oligoclonal expansions. Moreover, B-cell depletion did not induce
any changes of number or distribution of NK cells, CD4þ and CD8þT lymphocytes as well as
in theirs phenotypes (activation, IL2, INFa˜and TNFa secretions).
Treatment by Rituximab induced the complete depletion of circulating B lymphocytes that
led to elimination of anti-Dsg autoAbs in respondent patients. Nevertheless, in 2 PV patients,
loss of anti-Dsg3 Abs did not seem necessary to CR. Thus, in these patients, disease could
result of pathogenic effect of anti-Dsg1rather than anti-Dsg3 Abs. Absence of CR is
associated with persistence of anti-Dsg1 Abs in 2 cases of PF. In these patients, it can be
hypothesized that Rituximab-resistant plasma cells continue to secrete autoAbs, because of
a low turn-over.
Treatment by anti-CD20 immunotherapy Rituximab induced a complete depletion of
circulating B lymphocytes leading to elimination of anti-Dsg autoAbs that allow a CR in
respondent patients.
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Signaling pathways implicated in the maturation of human dendritic cell induced by
allergen.
S. Trompezinski, J. Denoeud, B. Zabawski, C. Vincent, D. Schmitt, P.
Courtellemont, B. Le Varlet, M. Serres
UCBL1 EA37-32, Pavillon R, Hoˆpital Edouard Herriot, Lyon, France, LVMH Recherche,
Saint Jean de Braye, France.
Dendritic cells (DC) play an important role in the initiation of allergic reaction by primary
activation of naive T cells. In vitro, various agents are well-known to induce DC maturation,
such as LPS, TNFa and contact sensitizers like nickel. This process is characterized by an
increase in cell surface expression of CD86, HLA-DR and CD54 and by the production of
cytokines. However, only few studies have been reported on the intracellular mechanisms by
which human DC respond to allergen treatments. Several signal transduction pathways can
be implicated in DC-maturation process. A better knowledge of the kinases activated in this
process is required for the understanding of immune response induced by allergens. Our
studies were performed on dendritic cells derived from human monocytes after 5 days of
culture with GM-CSF and IL-4. Then, immature DC were induced to maturate by nickel
treatment or LPS and TNFa (positive controls) for 48 h in X-VIVO medium. The conditions of
cell culture were optimized and serum which contained growth factors susceptible to activate
many kinases was omitted. The main kinases implicated in intracellular signaling, such as
MAPKs (Erk 1/2, p38 MAPK and JNK), PI3K, PKC, PKA and NF-kB pathways were
investigated. For this purpose, several specific inhibitors were used at each step of
phosphorylation cascades.
Our data demonstrated that CD86 expression induced by DC maturation was essentially
suppressed by specific inhibitors of JNK, PI3K, PKCd and NF-kB pathways, suggesting a
major role of these kinases in maturation process, whereas PKA does not appear to be
directly implicated. The role of Erk1/2, p38 MAPK and other PKC isoforms has to be
specified. These studies will be extended to other allergens versus irritants and to the
screening of other DC maturation markers (CD54, HLA-DR) in perspective to develop
alternative methods for contact dermatitis prediction.
C20
Toll-like Receptor 9 is required for the anti-nucleosome production in lupus prone mice.
Lartigue A1, Courville P1,2, Arnoult C1, Tron F1, Gilbert D1, and P Musette1,3
1U519 INSERM, IFRMP23, 2laboratoire d’Anatomie-Pathologique, 3Service de Dermatolo-
gie. CHU Charles Nicolle, ROUEN France.
Lpr/Lpr mice are widely used as an animal model for human systemic lupus (SLE). SLE is
characterized by nephritis and vasculitis associated with the production of antibodies
directed against nucleosome and DNA which correlate with the disease activity. Nevertheless
the origin of these antibodies and their importance in the development of glomerulonephritis
and vasculitis still remains a matter of debate. Toll-like receptors 9 (TLR9) which bind DNA via
unmethylated CpG sequences are thought to play a role in the response to DNA and in the
pathogenesis of SLE. We sought to determine this role by creating C57BL/6-lpr/lpr-TLR9/
mice and analyzing their phenotype in term of vasculitis, autoantibody production and renal
injury. C57BL/6-lpr/lpr were crossed with C57BL/6-TLR9/ mice in order to obtain ten
C57BL/6-lpr/lpr-TLR9/ mice. Ten C57BL/6-lpr/lpr were used as control population. A
clinical score including hair loss, vasculitis, lymph node enlargement was used for the clinical
assessment of each group. In addition proteinuria was collected. Anti-nucleosome, anti-DNA,
were measured each month by ELISA. The phenotype of T cells were analyzed by FACS. Mice
were sacrified at 6 months and renal histology was performed. Our study show that TLR9/
and TLR9þ /þ mice presented a massive lymphadenopathy and splenomegaly, with mean
spleen and lymph node weights significantly heavier in the TLR9/ group, associated with
the expansion of CD4CD8 double negative T cells. Concerning lupus-like autoimmunity,
the TLR9/ seroprofile was very different compared with TLR9þ /þ since anti-nucleosome
antibodies remained negative until 6-month-old in TLR9/ mice. In contrast, anti-ssDNA,
anti-CL antibodies and rheumatoid factor did not differed between the two mouse groups.
Interestingly a delayed proteinuria was found in TLR9/ compared to TLR9þ /þ mice. The
renal disease was similar in term of histoligical lesions and immune complexe deposits at 6
months in both groups. All these results clearly demonstrate that TLR9 receptors are
absolutely required for the anti-nucleosome response observed in lupus disease moreover
anti-nucleosome are involved in the onset of the renal injury.
C21
Expression of apoptosis-related genes in immature and mature dendritic cells.
Caste´ra L1, Lasek A.1, Hatzfel-Charbonnier A.-S1, Detournay O.3, Piette F., Delaporte E.,
Toungouz M.3, Formstecher P1, Mortier L.1,2, Marchetti P1
1INSERM U459 Lille, 2Clinique de Dermatologie CHRU Lille, 3CH Erasme, Bruxelles.
Background: Immature Dcs (iDCs) capture antigen and undergo maturation to initiate
specific immune responses. Then, mature DCs (mDCs) disappear from lymph nodes
presumably by apoptosis. Thus, revealing the mechanisms regulating DCs survival and death
are crucial for a better understanding of the regulation of antigen presentation in a physiologic
and therapeutic context. So, we analysed the expression of apoptosis-related genes in both
immature and mDCs.
Methods: DCs were generated from blood sample of donors following ordinary procedures
used for the preparation of DC vaccines. iDCs were collected after 5 days of culture with GM-
CSF and IL4 and mDCs were generated by additional 18 hrs of incubation in the presence of
LPS. DCs were extracted for RNA (Quiagen
s
git). RNA was utilized for a focused gene array
analysis using GEArray Q series human apoptosis gene array (SuperArray Inc). Signal
intensities of each gene in iDCs and mDCs were compared. Then over-expressed found
genes in mDCs were confirmed with semi-quantitative real-time PCR (Lightcycler
s
).
Results: Of 96 genes examined 12 genes were up-regulated in mDCs compared with iDCs.
Higher expression of caspases including caspase-4 and the effector caspases, caspase-3
and caspase-7 were found in mDCs. Among death receptor and ligand family members, the
expression of TRAIL, Fas and 4-1BB, Ripk2, TRAF1 was greatly up-regulated in mDCs. High
expression levels of the inhibitor of apoptosis proteins (NIAP, IAP1, BRUCE, IAP2) were found
in both DC populations and IAP2 was even higher in mDCs. The inhibitor of the extrinsic
pathway, c-Flip, as well as the Bcl-2 family members, Mcl-1 and Bcl-x, were up regulated in
mDCs.
Conclusion: We identified some significant differences in apoptosis-related genes expres-
sion patterns in iDCs and mDCs. These findings provide a basis for future efforts to
understand the mechanisms in the apoptotic execution machinery in DCs.
C22
Effector and regulatory T cell populations in patients treated with extracorporeal
photochemotherapy for severe erosive lichen planus.
Manuelle Viguier1, Nicolas Fazilleau1, Saskia Oro2, David Farhi1, Alexis Guyot3, Claire
Rabian4, Camille France`s3, James di Santo1, Herve´ Bachelez2
1Inserm U668, Institut Pasteur; 2Inserm U697, Dermatologie I, Hoˆpital Saint-Louis,
3Dermatologie, Hoˆpital Pitie´-Salpe´trie`re, 4Laboratoire d’Immunologie Hoˆpital Saint-Louis.
Paris.
Lichen planus (LP) is an auto-immune disease characterised by a CD4þ and CD8þ T-cell skin
infiltrate associated with alterations of keratinocyte viability. Dramatic remission of severe LP
has been recently reported following extracorporeal photochemotherapy (ECP) in patients
with severe erosive mucosal LP refractory to immunosuppressive drugs. In order to
investigate physiopathological mecanisms involved in LP and those underlying tolerance
induction by ECP, we sequentially analysed effector and regulatory T cells (Tregs) populations
and TCR repertoire in 9 patients treated with ECP for severe erosive LP.
Peripheral blood lymphocytes (PBLs) subsets were analysed at different end points : flare,
partial remission, complete remission. Absolute blood counts and proportions of CD3þ ,
CD4þ , CD8þ T cells and CD19þ B cells populations, and also of regulatory CD4þ CD25 high
in parallel with CD4þ CD25þ activated T cells populations were studied by flow cytometry.
expression of the transcription factor specific for Tregs FoxP3 was assessed in the CD4þ
CD25 high population by RT-PCR. TCR repertoire analysis was performed in purified CD4þ /
CD8þ blood cells by quantitative PCR, followed by CDR3 length characterization using
Immunoscope and sequencing of CDR3 peaks. In 2 patients, TCR repertoire was also
performed lesional skin and/or mucosa.
A striking predominance of activated CD4þCD25þ Tcells was detected in peripheral blood
before ECP, while regulatory CD4þ CD25 high percentage was meanly 4.46% (range : 1.72–
12%). T-cell repertoire analysis in the peripheral blood CD4þ subset showed gaussian
patterns, while TCR repertoire of CD8þ PBLs was strikingly with evidence for clonal
expansion in the TCVBV3 family, in 3 studied patients. These CD8þ clonotypes were also
detected lesional mucosa and/or skin in 2 cases.
Under ECP treatment, a decrease in absolute blood counts of CD4þ and CD8þ T cells was
observed together with a dramatic decrease of the CD4þ CD25þ /CD4þCD25high ratio (22.3
before treatment vs 8.05 at the time of complete remission). Sequential analysis of T-cell
repertoire revealed the long-term persistence of CD8þ clonal expansions observed before
treatment.
Severe erosive LP is characterized by the predominance of activated CD4þ T cells in the
peripheral blood and by clonal CD8þ expansions both in PBLs and in tissular lesions. Clinical
response under ECP is associated with an increase of Tregs/activated T cells ratio, without
significant alteration of CD8þ predominant clonotypes who are likely to contribute to
epithelial cytotoxic damage.
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Muir-Torre syndrome : a new mutation identiﬁed in MSH2 gene.
He´le`ne Tournat1, Thomas Jouary1, Philippe Gorry2, Alain Taieb1, Miche`le Delaunay1
1Service de Dermatologie, 1 Rue Jean Burguet, Hoˆpital Saint Andre´,33075 Bordeaux cedex.
2Laboratoire d’oncoge´ne´tique, Institut Bergonie´, 33000 bordeaux, France.
Introduction. MTS is an autosomal dominant hereditary disorder predisposing to multiple
tumours both sebaceous gland tumors and visceral malignancies (colorectal, genito-urinary
tumors). Recently, genetic mutations involving 2 genes have been put forward: MSH2 and
MLH1.
Observation. We report a 49 year-old woman with typical Muir-Torre phenotype : the patient
presented numerous sebaceous adenomas and carcinomas associated to dysplastic rectal
adenomas. Her maternal grand-father and her mother died of colonic cancers, prematurely.
The case index’s DNA was studied with dHPLC and sequencing method for hMSH2 and
hMLH1. A new mutation was found in the exon 12 of hMSH2: C2001T>G; L634X.
Discussion. The mutation has never been described before and is responsible of the clinically
typical phenotype of the patient. Most of the mutations of MSH2 and MLH1 genes have been
found in human nonpolyposis colonic cancers. Then, those mutations may lead to multiple
phenotypes even if the mechanism remains unclear.
Conclusion. This original case shows the ability of genetic diagnosis in MTS from skin
tumors. The earlier detection of MTS would lead to a better medical care of a category of
patients and particularly to the diagnosis of visceral malignancies at a curable stage.
P2
Is type I psoriasis associated with a beta 2 adrenergic receptor polymorphism?
Roguedas AM,, Dupre´ D, Scotet V, Plantin P, Audrezet MP, Ferec C and
Misery L
Departments of Dermatology, Brest and Quimper; INSERM U613, Brest; France
Psoriasis is a genetic disorder with many candidate genes, probably because phenotypic and
genotypic variability.
Stress is a classical trigger. During stress, catecholamine are released and activate
keratinocytes and immune cells (lymphocytes and Langerhans cells). These cells are involved
in psoriasis and express beta 2 adrenergic receptors.
The frequency of the Gln 27 polymorphism of the b2 adrenergic receptor is higher in
Intrinsic Atopic Dermatitis (IAD) than extrinsic Atopic Dermatitis. IAD is also correlated with
stress and has a similar pathophysiology than psoriasis. We wondered if psoriasis could also
be associated with gene polymorphism 16 and 27 of this receptor.
We studied 28 subjets. DNA was extracted with purification kit Pharmacia
s
. After
amplification, DNA was sequenced and electrophoresed on ABI Prism 310. Sequencing data
were analysed with ‘‘sequencing analysed’’ and statistical analysis was performed with Epi-
Info.
For these polymorphisms investigations, no significant differences in the frequency could
be detected between type I or Type II psoriasis. (p¼ 0,86, Yates¼0,03 for polymorphism 16
and p¼0,36, Yates¼ 0,82 for polymorphism 27).
Beta 2 adrenergic receptor gene does not seemed to be correlated with psoriasis type I or
II. Nevertheless, we studied a small sample and it could be interesting to prolongate this
study and to compare with healthy subjects.
P3
In Vitro radiosensivity of skin cells from patients with Gorlin syndrome.
Claude Lalou1, Philippe Gorry4, Nadem Soufir3, Emeric Roux1, Laurence Michel1, Louis
Dubertret2, Nicole Basset-Seguin1,2
1Inserm U532, 2Service Dermatologie, 3Hoˆpital Saint-Louis, Service Biochimie Hormonale
et Ge´ne´tique Hoˆpital Bichat, 4Paris, Institut Bergonie´, Bordeaux
Gorlin’s syndrome is an autosomal dominant genodermatosis predisposing to multiple
tumors mostly basal cell carcinomas (BCC), due to an alteration of the patched/sonic/
hedgehog pathway. Classically, a radiosensitivity is reported although its molecular bases are
not known et it remains controversial. Exposition of Patchedþ /- mice to ionising radiation (IR)
accelerates BCC formation. The aim of this work was to study in vitro sensitivity to IR of skin
cells from Gorlin’s patients. We isolated keratinocytes and fibroblasts of four genotyped
patients and studied their sensitivity to IR by H3 thymidine proliferation assay and
clonogenicity. Our results showed that patient cell’s survival was always better than that of
normal cells for doses ranging from 0 to 5Gy. Gorlin’s fibroblasts irradiated with 3Gy
proliferated at least 2.5 more than normal control cells as evaluated both by cell counts and
thymidine incorporation. After Brdu incorporation and propidium iodide staining, percentage
of cells in S, G0/G1 and G2 were 2.74; 88.76 and 8.50 for controls and 11.46; 82.97 and 5.57
for Gorlin’s cells, respectively. Additionally keratinocytes survival after IR irradiation was
measured by the clonogenicity assay. The number of residual clones decreased more rapidly
for control cells compared to Gorlin’s cells. (according to a semi-logarithmique line function of
the IR dose, which slope was 1.05  0.09 for controls (n¼ 4) and 0.60  0.04 for Gorlin
(n¼ 4)). These results show that in vitro, Gorlin derived fibroblasts and keratinocytes are not
more sensitive to IR than normal cells. On the contrary, they both appear more resistant to IR,
suggesting that it could participate in the carcinogen and deleterious effects of IR reported for
such patients.
P4
Secondary event as mosaic PTEN allelic defect in two cases of cowden disease with
proteus-like manifestations.
F. CAUX1, M. GERARD2, O. FAIN3, L. LAROCHE1, M. LONGY4
1Service de Dermatologie et UPRES EA 3408, 2C.H.U., 93000 Bobigny; Ge´ne´tique
Me´dicale, 3C.H.I.C., 94000 Cre´teil; Service de Me´decine Interne, 493140 Bondy;
Laboratoire d’Oncologie Mole´culaire4, Institut Bergonie´, 33000 Bordeaux, France.
Mosaicism could explain segmental manifestations of autosomal dominant diseases but is
rarely proved in human disorders. We have been able to demonstrate this phenomenon in a
woman affected by complex manifestations and belonging to a family of Cowden disease
with PTEN gene mutation.
In this family a PTEN germline mutation (I135V) was found in all the seven affected
individuals. Six patients presented clinical features typical of Cowden syndrome. One patient
had a complex phenotype associating classic manifestations of Cowden syndrome and
congenital dysmorphia with segmentary lipomatosis, hemolymphangiomas, overgrowth of
lower limbs and epidermal naevi following Blaschko’s lines.
To better understand this complex phenotype, DNA was extracted from lesional tissues
and normal skin. No second hit mutation was found in the 9 exons of PTEN gene.
Microsatellite genotyping analysis using 3 informative markers of chromosome 10 flanking
the PTEN region was performed. Loss of heterozygosity (LOH) was found in lesional skin DNA
but was absent in blood lymphocytes DNA in both patients. This LOH was present in three
physically distant biopsies (back, left foot, right calf) and involved the wild type allele. On the
other hand no LOH was found in DNA of normal skin, nor of 15 biopsies of lesional tissues
performed in other patients with Cowden syndrome. To determine the origin of tissue
abnormality, fibroblasts were grown from lesional skin of left foot and left flank. Moreover skin
of fibroma on the left foot was cleaved by dispase, lipofibroma of the right calf was
sequentially dissected and digested by collagenase. LOH was found in the dermis of cleaved
skin, in a vessel and the lower part of lipofibroma and in the adipocytes after digestion by
collagenase. It was absent in cultured fibroblasts, in epidermis and the superficial parts of the
lipofibroma.
Clinical data with Proteus-like syndrome of our patient could be explained by a germline
mutation of PTEN gene associated with an interstitial deletion of several dermal cellular types
in the 10q23 region related to a postzygotic somatic mosaicism.
P5
Bile salt-dependent lipase could target human skin melanocytes and modify their
transcriptome independently of LOX-1 receptor.
Bon B, Bruneau N, Rochette S, Lombardo D, Verrando P.
INSERM U559/LIMP(EA3291) Universite´ de la Me´diterrane´e–Marseille–France.
The pancreatic Bile Salt-Dependent Lipase (BSDL) hydrolyses cholesteryl esters in
duodenum. It undergoes a trancytosis through the intestinal barrier and enters the general
blood circulation. Systemic BSDL displays additional properties and may be involved in
atherosclerosis and angiogenesis, possibly through the only cell receptor identified to date:
LOX-1. We wondered whether BSDL could target normal melanocytes (NM) that might favour
melanoma (MM) development in addition to possible BSDL-mediated angiogenesis. We
found that BSDL transcripts are expressed in NM and in a MM cell line (M3DAu). Their levels
were neither modified by a 1-hr exposure to exogenous BSDL (0.05 U/mL and 0.1 U/mL) nor
by an acute UVB stress (100 mJ/cm2). BSDL protein could be (barely) detected in M3Dau, but
never in NM, even after exposure to UVB or to purified BSDL. In NM and M3Dau, LOX-1
transcript and protein were not detected. We examined the transcriptome dynamics of NM
cultured in the presence of purified BSDL (0.1 U/mL) for 0, 1.5 and 6h. For each time-points,
oligonucleotide arrays displaying 17086 human genes were hybridized with fluorescent-
labelled cRNA from NM and from a common reference. An intensity-dependent normalization
function (LOWESS) was applied to the resulting signals. Significant gene expression
variations were determined statistically by class-comparison with a multivariate permutation
test (SAM). NM transcriptome was modified by exogenous BSDL. At time 1.5 hr, 623 genes
were modulated (-11.26oD.Eo11.24), 61% overexpressed; at time 6 hr, 883 genes were
modulated (-8.06oD.Eo5.44), 88.5% overexpressed. Modulated genes were mostly
enzymes, receptors, DNA-RNA-modification effectors, transcription factors, tumor suppres-
sors, oncogenes, other cancer-related proteins and extracellular matrix components. Cell
cycle or apoptosis genes were less numerous. We perform now cluster analyses and biologic
confirmations of the data. Thus, BSDL could target NM independently of LOX-1, underlining
its pleiotropic properties. Their links to physiopatholgy (melanoma) could be now investigated
further from array data mining.
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UV-induced expression of key component of the tanning process is dependent on the p-
38 activated Upstream Stimulating Factor-1 (USF-1).
Corre S, Primot A and MD Galibert
CNRS UMR 6061 Ge´ne´tique et De´veloppement, Universite´ de Rennes 1, Groupe Re´gulation
Transcriptionnel et Oncoge´ne`se, IFR140 GFAS, Faculte´ de me´decine, 2 avenue du Pr Le´on
Bernard, CS 34317, 35043 Rennes Cedex, France
Protection against UV-mediated DNA-damage and the onset of oncogenesis is afforded by
the tanning response in which UV-irradiation triggers melanocytes to increase production of
melanin that is then transfered to keratinocytes. A key component of the tanning process is
the UV-mediated induction of the POMC and MC1R genes encoding the a-melanocyte-
stimulating hormone and its receptor respectively, which play a crucial role in pigmentation by
regulating the intracellular levels of cAMP. How these genes are regulated in response to UV
irradiation is not known. Here we show that UV-induced activation of the POMC and MC1R
promoters is mediated by p38 stress-activated kinase signalling to the transcription factor
USF-1. Importantly, melanocytes derived from USF-1 / mice exhibit a defective UV-
response and fail to activate POMC and MC1R expression in response to UV-irradiation. The
results define USF-1 as a critical UV-responsive activator of genes implicated in the
protection from solar radiation (Corre et al., 2004).
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Modulation of ceramides metabolisms in human keratinocytes.
Iuliana Popa#, Nabil Abdul-Malak, Daniel Schmitt et Jacques Portoukalian
Universite´ Claude Bernard-Lyon 1, EA 37-32, Dermatology, E. Herriot Hospital 69437 Lyon
Cx 03, France, Coletica, Lyon, France, #permanent address: Institute of Macromolecular
Chemistry, Iasi, Romania
Many products are known to inhibit the biosynthesis of ceramides and glucosylcermides, but
very few products stimulate this process. For this reason, we studied the influence of an
hydrolyzed Potato Protein extract (Lipidessence
s
Coletica) on the sphingolipid metabolism in
human keratinocytes in culture.
The lipids were analyzed by column chromatography and high performance thin-layer
chromatography. Gangliosides were identified by immunodetection after thin-layer chroma-
tography with specific antibodies. Radioactive serine C14 was used as a precursor in
sphingolipid biosynthesis and the detection of labeled lipids was done by autoradiography of
thin-layer plates.
When keratinocytes were cultivated in presence of Lipidessence
s
extract, we noticed an
increase in biosynthesis of cholesterol, glucosylceramide and gangliosides, and also a major
increase in biosynthesis of ceramides, phosphatidylcholine, sphingomyelin and anionic
phospholipids.
The study using labeled serine C14 showed an increase in some molecular species of
ceramides not yet identified in keratinocytes cultivated in the presence of Lipidessence
s
.
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Involvement of p66shc adaptor protein in keratinocyte differentiation.
Darras S1,2, Tamiji S2, Baury B2, Le Roy H2, Estienney M2, Tual M2, Martin DeLassale E3,
Delaporte E1, Formstecher P2, Polakowska R2
1Clinique de Dermatologie, Hoˆpital Huriez, CHRU, Lille, France, 2INSERM U459, Faculte´ de
Me´decine, Lille, France, 3Service d’Anatomie et Cytologie Pathologiques, CHRU, Lille,
France
An induction of keratinocyte differentiation involves several signaling pathways, including
Ras/Erk pathway that is negatively regulated by p66shc adaptor protein. The negative effect of
p66shc requires phosphorylation of the serine 36 residue which also triggers the
mitochondrial-dependent cell death pathway in response to oxidative stress.
Since results from our laboratory indicate that intracellular levels of reactive oxygen species
(ROS) are important regulators of keratinocyte differentiation, we hypothesize that p66Shc and
ROS may work together to control epidermal maturation.
Immunohistochemistry analysis of normal skin revealed that p66shc expression increases in
the suprabasal layers of the differentiating cell compartment. The S36 phosphorylated form of
p66Shc, however, localizes to the nucleus of cell cycle arrested cells and to the cytoplasm of
dying cells in stratum granulosum. In vitro studies using primary keratinocytes and Ca2þ as a
differentiation stimulus support these in vivo findings consistent with augmentation of p66Shc
in differentiating keratinocytes.
Accordingly, overexpression of a wild type but not the S36A unphosphorylatable dominant
negative p66Shc results in an induction of keratin 10 in transfected primary keratinocytes.
Moreover, levels of the intracellular ROS are reduced and Ras/ERK pathway is activated in
A431 cells expressing the S36A mutant p66Shc but not the wild type form, demonstrating
involvement of p66Shc in these processes.
These data imply a mechanistic connection between the p66Shc-controlable ROS
production and epidermal keratinocyte differentiation.
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Production of lysophosphatidic acid in blister ﬂuid: Involvement of a lysophospholipase
D activity.
Juliette Mazereeuw-Hautier, Sandra Gres, Madie Fanguin, Clotilde Cariven, Josette Fauvel,
Bertrand Perret, Hugues Chap, Jean-Pierre Salles, Jean-Se´bastien Saulnier-Blache
Lysophosphatidic acid (LPA) is present in abundance in serum resulting from platelet
activation and is also found in other biological fluids. LPA controls numerous cellular
responses and plays a role in specific functions such as wound healing, especially in the skin.
Nevertheless, its presence in the skin has never been investigated during wound healing, or in
other situations. Since re-epithelialization occurs after blister rupture, we tested the presence
of endogenous LPA in blister fluid and investigated possible mechanism for its biosynthesis
and biological functions.
Using a radioenzymatic assay, LPA was detected in 33 blister fluids originating from 24
bullous dermatoses, and at higher concentrations than in plasma. In parallel, blister fluids
contained a lysophospholipase D (LPLD) activity but no detectable phospholipase A2 activity.
The expression of the LPLD autotaxin (ATX) and of LPA1-receptor were greatly increased in
blister skin when compared to normal skin. Finally, LPA was found to have a positive effect on
the migration of cultured keratinocytes.
These results show that LPA is present in blister fluid synthesized by the LPLD ATX. Due to
its ability to enhance keratinocyte migration, LPA in blister fluid could, via the LPA1-receptor,
play an important role in re-epithelialization occuring after blister rupture.
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Keratinocytes and Propionibacterium acnes interactions: Effects on ﬁlaggrin expression.
Jarrousse V., Castex-Rizzi N.p, Khammari A., Charveron M.p, Dreno B.
Laboratoire d’immunodermatologie, Nantes. pLaboratoires Pierre-Fabre, Toulouse
Acne is a chronic disease of the sebaceous follicles. Acne lesions spontaneously remit. At
present, few studies were about Propionibacterium acnes (P.acnes) and ke´ratinocytes
interactions. The aim of our work was to determine whether P.acnes is implicated in the
abnormal keratinocytes differentiation, which constitutes an important step in acne genesis.
The presence of filaggrin (filament aggregating protein) is a distinct marker of the terminal
phase of the epidermal keratinization process.
We investigated the filaggrin expression by immuno-histochemistry on normal human
keratinocytes monolayers and on deep-frozen sections of normal human skin after incubation
with three differents bacterial extracts.
We show that P.acnes extracts has no effects on filaggrin expression on normal human
keratinocytes monolayers and at each times studied (3h, 6h and 24h extracts incubation).
Interestingly, P.acnes extracts lead to filaggrin expression by suprabasal layers (granular and
spinous layers) and by basal layer. Filaggrin expression in normal skin was localized in
stratum corneum.
Our results suggest that P.acnes play an important role in abnormal keratinocytes
differentiation. Indeed P.acnes lead to suprabasal and basal layers differentiation. Thus, a
specific physiologic context (derma, sebaceous follicles) should be necessary for the extracts
effects. Our results supplies a study realizes by kurukawa et al., which show that filaggrin
distribution on sebaceous follicles was change on acne skin biopsies sections.
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Expression of epidermal proteoglycans in various culture systems of normal human
keratinocytes.
M-A. Le Bitoux, S. Duhieu, B. Bertino, D. Schmitt, A. Denis, I. Pernet, M. Haftek
Universite´ Claude Bernard Lyon 1, EA3732; SkinEthic, Nice; Laboratoire Bioderma, Lyon.
Proteoglycans (PG) are macromolecules formed by a protein core associated with chains of
glycosaminogycans. They can be found mainly in the extracellular matrix and they influence
cellular behaviour, regulating cell proliferation, migration or differentiation. We have previously
demonstrated the presence of numerous PG in the intercellular spaces of human epidermis
and integration of certain original species, like desmosealin, into the extracellular parts of
desmosomes.
This time, we have studied expression of epidermal PG in various types of keratinocyte
cultures, in order to better understand their implication in the biology of epidermal cells.
Cultures of normal human keratinocytes were performed in submerged and air-exposed
conditions (on dead de-epidermised dermis and on polycarbonate membranes) in the
presence of serum–supplemented or defined culture media. Antibodies to syndecans 1 & 4,
CD44/epican, desmosealin/KM48, and to a novel chondroitin/dermatan sulphate PG (7C1)
were used for immunoperoxidase detection with a DAKO kit. Antibodies to such
‘‘differentiation markers’’ as suprabasal keratins, involucrin, or filaggrin served as controls.
Desmosealin, expression of which is largely linked to keratinocyte differentiation, wasn’t
found in submerged cultures or in the lifted cultures in the presence of foetal calf serum. Only
emerged cultures obtained with a defined medium (Ponec) and, in particular, the SkinEthic
s
model of reconstructed human epidermis allowed for expression of this PG. Distribution of
desmosealin in the cultures varied according to the duration of emersion, as it was also the
case of most of the other epidermal PG in all the assayed models.
The distinctive pattern of desmosealin expression indicates a more specific involvement of
this PG, incorporated into desmosomes, in the process of epidermal keratinisation.
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Localisation of intradermal hyaluronic acid injection using high resolution quantitative
MRI.
G. Josse1, D. Gensanne2, V. Turlier1, S. Dahan3, JM Lagarde1, D. Vincensini2, AM Schmitt1
1Institut de Recherche Pierre Fabre, Toulouse, France. – 2Laboratoire de chimie
bioinorganique me´dicale, CNRS FR1744, Toulouse, France – 3Clinique St Jean, Toulouse,
France.
In recent years, increasing use of injectable resorbable fillings has been reported for facial
wrinkle treatment. However, the physiological processes involved such as the localisation
and subsequent diffusion of the injected product in skin tissues are poorly documented. This
may be achieved using a quantitative MRI technique which is duly presented as a pilot study.
The aim was to demonstrate how intradermal injections of hyaluronic acid (HA) may be
monitored through quantitative magnetic resonance imaging (MRI), a non-invasive technique
performed without the use of any contrast media.
HA was injected intradermally in the forearm of a young male volunteer. High resolution MRI
scans using a surface antenna were performed just after injection, and after 1 and 3 months.
High resolution MRI is required due to the thickness of the dermis being approximately 1mm.
Mathematical analysis of the relaxation of the magnetic signal enabled transverse relaxation
time (T2) images to be computed.
Using classical MRI the HA injection is barely visible, but with quantitative MRI the zone of
injection is clearly seen as a bright zone. This is due to HA having a distinctly different
relaxation time compared to dermal and hypodermal tissues. By monitoring this parameter
over time, changes in its absolute value and tissue distribution were observed 1 & 3 months
since injection, indicating HA diffusion into surrounding tissue.
High resolution quantitative MRI as opposed to classical MRI is an appropriate technique
for visualising intradermal injection of hyaluronic acid.
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The keratin sun protection index: A new parameter for the evaluation of UV protection in
sunscreens, using structural alterations of cystine in keratin in the hair.
C. Casas1, S. Alvarez1, M. Jean Jean1, A.M. Schmitt1, D. Redoule`s1
1Institut de Recherche Pierre Fabre, CERPER, Toulouse (France)
Objective To describe a new method for measuring photo-induced aggression on hair fibers.
Background As of now, several parameters are commonly used to define the alterations
caused by UV rays on hair: morphological changes, changes in color, changes in mechanical
properties, changes in the properties of absorption or adsorption and changes in
physicochemical properties (infrared measurements of the vibration bands of S-O bonds in
cysteic acid formation).
Methods An electrochemical procedure for measuring the sulfuroxides resulting from the
oxidation of keratin disulfide bridges. In a strongly basic medium, sulfuroxides release a thiol
motif which can be measured by a simple sulfur-selective electrode. In addition, we have
devised a Keratin Sun Protection Index (KSPI), as a means of comparing the efficacy of
photo-protective hair products.
Results
– acceptably precise measurements of the linear response of the electrode to the quantity
of sulfuroxides
– direct evidence of the protective effects of the KSPI
– a good correlation between the quantity of methoxy-cinnamate and the KSPI, within
the range of concentrations used for protection agents.
Conclusions and Perspectives The Keratin Sun Protection Index can be used in the study of
photo-oxidation phenomena in hair as well as in the screening of protection formulas used for
the hair fiber.
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Topical capsaicin pharmacological skin model for clinical research assessment.
Degouy A, Theunis J, Black D, Schmitt AM
Capsaicin can be an efficient pharmacological ingredient to induce specific sensitive skin
reaction which can be used to perform clinical pharmacology studies. Capsaicin is able to
desensitise C neurons and to deplets substance P from terminal nervous endings by a link
with vanilloid receptor 1 (VR1). This leads to a skin burning sensation associated with an
erythemal reaction that is reproduceable and similar between subjects. Biometrology can
complete the clinical assessment that can be done with skin temperature measurements by
thermometry and skin blood flux analysis by laser Doppler.
A specific clinical trial demonstrated the interest of such a model which was used to assess
the Ave`ne Thermal Spring Water Gel by comparing two capsaicin stimulated area: one
treated with the gel and an other as a reference. A mono centric trial was performed under the
local ethical committee agreement. 20 volunteers (male & female) aged from 18 to 40 years
old, with healthy skin on the forearm and phototype under III were enrolled into the study.
Capsaicin was applied under occlusive patch during 20 minutes to induce a similar and
reproducible skin reaction.
The burning sensation induced by the pharmacological action was assessed by a visual
analogical scale and biometrological measurements were also performed to follow skin
temperature and skin blood flux.
Such a pharmacological model can induce, in standardized conditions, an inflammatory
injury that will increase the cutaneous burning sensation, the skin temperature and the skin
blood flux. It also allows to assess efficacy of specific formulas that can controlled some of
the induced reactions. In the present study, the Ave`ne Thermal spring water gel induced a
significant decrease of the burning sensation (po0,05) and it induced a pronounced
decrease of skin temperature (po0,05). It has no effect on skin blood flux due to its only
thermodynamical properties that cannot antagonise pharmacological properties of capsaicin.
This model is simple easy and efficient and induces skin reactions that are easily
measurable. It has a great potential as simple model for many dermatological clinical trials.
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Microsystems for dermatological research.
L. Griscom1, Y. Chateau2, J.P. Pennec2, L. Misery2, B. Le Pioufle1
1BIOMIS/SATIE CNRS 8029, ENS-Cachan, Bruz, France; 2Unit of Comparative and
Integrative Physiology, University of Brest, France
New micro and nano technologies are presenting a pathway for the study of biological
systems. In this research, microsystems were developed to reproduce in vitro skin-neuron
interactions. Microsystems were developed and tested for use in cellular co-cultures
mimicing physiological systems for study of interactions between the skin and nervous
system.
For successful cellular co-cultures of skin cells that have sensory nerve endings,
microcompartments were made in silicone and glass microsystems. These systems must
allow the separation of different cell types in culture, and at the same time permit controlled
interaction between the cell types. In this case, neurites can infiltrate the skin cells, while
maintaining a separation of the neurons and skin cells. Microsystems, were developed to
mimic the structure of a sensory nervous system using interconnected compartments.
The microsystems consisted of separate wells for keratinocytes, dorsal root ganglia (DRG)
neurons and spinal cord cells. Each well could contain 10 to 20 ml of cell suspension, and
were separated by 500 microns. In the bottom of each well were multiple microchannels 10-
20 microns wide that interconnected the wells. These microchannels allowed infiltration of the
skin compartment with neurite extensions without mixing of cell types. In first experiments,
the neurites were shown to infiltrate the skin compartment after 15 days of culture. Initial
electrophysiological measurements showed that irritation of the skin cells by capsaicin could
induce an electrical response in the neurons.
Hence, we have performed a microsystem reproducing in vitro the neuro-cutaneous
system and allowing the addition of micro-electrodes.
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Assessment of oral intake of GliSODin
s
on the intensity of an actinic erythema induced
by solar irradiation.
S. Mac-Mary1, J.M. Sainthillier1, P. Creidi1, J.P. Series2, F. Vix2, Ph. Humbert1
1Cutaneous Engineering and Biology Laboratory and IFR 133 Cell and Tissue Engineering
and Biology – UFR Me´decine-Pharmacie, 25030 Besanc¸on cedex France, 2Laboratoire
Isocell, Bd du Ge´ne´ral Valin, Paris.
GliSODin
s
is known to promote the production of the body’s own natural antioxydants
including Superoxide Dismutase, Catalase and Glutathione Peroxidase.
In order to assess its efficacy in solar protection and prevention, a study was performed on
50 healthy subjects (10 phototype II, 20/III et 20/IV). An actinic erythema was induced on the
volar forearm of subjects taking GliSODin
s
orally every day versus placebo. The erythema
was quantified by chromametry (a) 24 hours after irradiation then every week for 4 weeks.
These measurements were completed by an analysis of the capillary plexus by
videocapillaroscopy. The values of Minimal Erythema Dose (MED) of each subject as well
as the associated erythema scoring were also assessed before and after treatment.
Intake of Glisodin
s
induced a decrease of the erythema scoring observed for a same
radiation dose (21.2 % against 7.1 % for the placebo, p¼0.07). An increase of the MED was
observed in particular on phototypes II (8.8 % against 1.2 % for placebo) and III. Redness (a)
decreased more quickly on treated subjects. Inflammation induced a decrease of the number
of capillaries quantified by videocapillaroscopy (because of poor visibility). Return to initial
conditions was faster with the active.
The results of this study were homogeneous. They showed a noticeable action of
GliSODin
s
in solar protection. It would be interesting to complete the experiment by a study
with a more homogeneous population (sex, phototype), and/or test the efficacy of a
pretreatment.
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Interleukin 22, a cytokine involved in inﬂammatory disorders and epidermal healing.
(Equipe EA 3806 and Dermatologie–Universite´ de Poitiers).
Boniface K, Morel F, Garcia M, Dagregorio G, Gurney A, Bernard FX, Lecron JC, Guillet G
Cytokines related to the IL 10 family are likely involved in skin inflammation as suggested by
the increase of IL 1OmARN in atopic dermatitis. IL 22 is structurally related to IL 10, through a
dimeric receptor (IL 10RB and IL 22RA1) involved in pancreatic and hepatic inflammation. The
epidermal involvement of this cytokine deserves to be studied.
Method The interaction of IL 22 on keratinocytes (normal human epidermis keratinocytes–
NHEK) and reconstituted human epidermis was assessed in vitro. The expression of IL 22RA1
was studied by quantitative RT-PCR. The increase in phosphorylated STAT3 after
keratinocyte stimulation by IL 22 was assessed by Western-Blot (WB). Transcriptional
profiles were analyzed through cDNA microarray screening. The results were confirmed
(modulation of S100A7, 8, 9, MMP 3) by WB and real time-PCR, histology and
immunohistochemistry. Functional evaluation was made through a test of keratinocyte
migration.
Results Keratinocytes express a functional receptor for IL 22 (IL 22RA1 and IL 10RB): its
stimulation induces STAT3 activation. IL 22 upregulates the expression of genes and proteins
involved in inflammation and immune defenses, as well as keratinocyte migration and
chemotactism, and differentiation. Il 22 proves to increase the migration of keratinocytes as
well as the thickness of reconstituted human epidermis.
Conclusion These results suggest that IL 22 plays an important role in vivo in the regulation of
inflammation and wound healing.
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Gangliosides from human melanoma tumors impair migratory function of epidermal
human langerhans cells and induce their apoptosis.
Bennaceur K, Portoukalian J, Popa I, Berthier-Vergnes O, and Pe´guet-Navarro J.
Universite´ C. Bernard Lyon 1, E.A.37-32, Clinique Dermatologique, Pavillon R, Hoˆpital E.
Herriot, 69437, Lyon 03.
Gangliosides are ubiquitous, membrane associated, scialic-acid containing, glycosphingo-
lypids, the composition of which is altered in tumour cells. Furthermore, unlike normal cells, a
number of tumour cells, including melanoma, shed gangliosides into the microenvironment.
The present study was aimed to analyse the effect of GM3 and GD3 gangliosides purified
from human melanoma tumours, on the phenotypic and functional maturation of human
epidermal Langerhans cells (LC), the first immune barrier against the tumour cells. After
purification from normal human skin, LC were incubated for one or two days in serum-free
medium, in the presence, or not, of GM3 (40–60 mg/mL) or GD3 (100 mg/mL) gangliosides. LC
phenotypic maturation was then analysed by immunostaining and flow cytometry and LC
function was assessed by mixed lymphocyte reaction and migration assay. Finally, LC
apoptosis was quantified by using the annexin V-FITC/propidium iodide kit.
Phenotypic analysis of the HLA-DRþ population showed that both gangliosides impaired
LC maturation, as assessed by down-regulation of HLA-DR, co stimulation (CD54, CD80,
CD86) and maturation markers (CD83, DC-LAMP and CCR7), which correlated with
decreased LC allostimulatory function. Furthermore, the LC migratory capacity towards
CCL19/MIP3b was significantly reduced after treatment with gangliosides, suggesting an
inhibition of their in vivo migration towards the lymph nodes. Finally, we showed that both
GM3 and GD3 gangliosides enhance LC spontaneous apoptosis, independently of
phenotypic modifications. Globally, these in vitro results might explain, at least in part, the
altered number and distribution of LC in melanoma bearing patients. They suggest a new
mechanism by which the tumour cells can escape from the immune system.
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Enhancement of dendritic cell survival by heat shock: An improvement of DC-based
immunotherapies of cancer.
A. Lasek1, AS Hatzfeld-Charbonnier1, L. Caste´ra1, P. Formstecher1, E. Delaporte2, F.
Piette2, P. Marchettti1 et L. Mortier1,2
1INSERM U459, faculte´ de Me´decine; 2Clinique de Dermatologie, Hoˆpital Huriez, CHRU,
Lille
Background: Dendritic cells (DCs) are antigen-presenting cells with the ability to induce
primary immune responses. Numerous clinical trials were initiated which used DCs-based
immunotherapies to treat cancer patients. Although, the results of several clinical trials were
quite optimistic, the presence of patients with limited or no responses indicates the actual
need for the improvement of modern DCs-based therapies. One of the reasons for the limited
efficacy of the immune responses in treated patients may be premature suppression and
elimination of DCs by apoptosis. The purpose of this study was to develop a simple protocol
to improve DCs protection from spontaneous apoptosis. We are particularly interested in the
possible effect of heat shock on DCs survival since it has been demonstrated that heat shock
can help a cell survive.
Me´thods: DCs were generated from blood sample of 15 donors following ordinary
procedures used for the preparation of DCs vaccines. Immatures DCs were obtained from
monocytes after 5 days of culture with GM-CSF and IL4 and matures DCs were generated by
additionnal 18 hours of incubation in the presence of LPS. The heating protocol consists on
heat shock twice at 411C for 15 min during the differentiation and 4115C for 30 min three
times during the maturation. To characterize the apoptotic process a combination of different
approaches has been employed including determination of mitochondrial potential (DCm),
annexin V staining and caspases activities at 6h, 24h et 48h after the last heat shock
corresponding to the end of the maturation.
Re´sults: Spontaneously in culture, mature DCs first lost their DCm and then manifest annexin
V staining and caspases activities. This heating protocol significantly (around 30%) protected
DCs from all these related-apoptosis events at 6h and 24h. With 48h, protection observed
tends to disappear.
Conclusion: Our results suggest that mild heating protocol can enhance DC survival
upstream the mitochondrial step of apoptosis, and provide a basis for future efforts to
enhance the potency of DCs-based vaccines against neoplasia.
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Retinol ester and hyaluronic acid effects on ex vivo human skin.
L. Lefeuvre1, M.A. Ionescu2, A.M. Matta1, A. Gougerot1
1Laboratoires dermatologiques d’Uriage, Courbevoie, 2Saint-Louis Hospital, Paris, France
Extracellular matrix molecules as non-sulphated glyco-amino-glycan, hyaluronic acid (HA), or
sulphated GAG as chondroitin sulphates (CS) or collagen, decrease dramatically in ageing
skin. CD44 is a keratinocyte trans-membrane specific receptor for HA that also decreases in
ageing epidermis. Topical vitamin A and derivates (retinol ester) stimulate epidermal cell
activity, extracellular matrix production, modulate cytokine expression, and have positive
effects in ageing skin.
Our purpose was to assess the effects of a topical product containing an association of 2
forms of HA with retinol ester in human skin explants submitted to oxidative stress (OS).
Methods: Cultured skin explants (from subjects aged 30 – 35 years old) were treated during 2
weeks, 3 times a week with 2 mg/cm2 of O/W emulsion containing two types of HA–original
and hydrolyzed, both associated with retinol palmitate 1MUI (1%). Explants were then
submitted to OS at day 1 and day 3. The expression of CD44 and respectively of CS (type 4
and 6) were made at day 4, quantity of collagen was assessed at day 14 (by
immunohistochemistry and respectively biochemistry techniques). Control explants (no
treatment, no OS exposure) were compared with no treated explantsþOS exposure, and
with treated explantsþOS exposure.
Results: In treated samples exposed to OS, CD44 and CS expression were unchanged
compared to control. CD44 and CS were dramatically decreased in untreated skin exposed
to OS. Collagen quantity was less decreased in treated skin compared to untreated skin
explants submitted to OS (253,1 mg/mg of proteins versus 208,6 mg/mg, po0.05).
Conclusions: Hyaluronic Acid – Retinol Ester Association preserved keratinocytes’ CD44 and
CS expression in ex vivo human skin submitted to oxidative stress. Collagen quantity was
less decreased in treated skin exposed to oxidative stress.
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Proliferative and contractile activities of ﬁbroblasts from wrinkled skin and normal skin,
cultured in collagen lattices.
L. Li1,2, C. Viennet1, T. Saguet1, A.C. Goydadin1, P. Humbert1
1Cutaneous Engineering and Biology Laboratory and IFR 133 Cell and Tissue Engineering
and Biology – UFR Me´decine-Pharmacie, 25030 Besanc¸on cedex France, 2Department of
Dermatology, West China Hospital, Sichuan University, Chengdu, 610041,China
Background: Facial wrinkles are the most obvious expression of skin aging. They are
probably related to numerous changes in the skin structure. Although fibroblasts in the dermis
play important roles, few studies have investigated the mechanical effects of these cells in the
development of skin wrinkles.
Objective: To characterize fibroblasts from wrinkles, proliferation and contractile activity
were studied.
Material and methods: Biopsies were taken from wrinkles (age 63  9 years) and normal
skin (age 67  13 years) of the face of four women. Fibroblasts were obtained by an explant
technique and were cultivated in three-dimension collagen lattices, under retracting or non-
retracting conditions. Lattice retraction was evaluated by measuring the gel diameter.
Proliferation was analysed after collagenase digestion. Contractile forces were quantified
with the GlaSbox
s
device (1).
Actin expression was studied by immunostaining.
Results: There was no significant difference in proliferative potential between fibroblasts from
wrinkles and normal fibroblasts. The two cell types express filamentous actin. Fibroblasts
from wrinkle contract collagen gel more rapidly in the first four days of culture, and the
maximal force generation appears in the first five hours.
Conclusion: These preliminary results show that fibroblasts, with aging, have a proliferative
potential similar to normal fibroblasts. Concerning the contractile activity, the study is still in
progress.
1. ARMBRUSTER V, GHARBI T, VIENNET C, HUMBERT Ph. Silicon grid devices for
attachment of cultured fibroblas t collagen lattices. Sensors Actuators A: Physical 2004.
116:219–23
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Comparison of ultraviolet B-induced antioxidant impairment in human ﬁbroblasts in
photoexposed and non-photoexposed areas.
T. Saguet1, S. Robin2, A. Nappez1, L. Nicod3, C. Courderot2, F. Aubin1, Ph. Humbert1
1Cutaneous Engineering and Biology Laboratory and IFR 133 Cell and Tissue Engineering
and Biology – UFR Me´decine-Pharmacie, 25030 Besanc¸on cedex France, 2BioExigence, 8
rue Alfred de Vigny, 25000 Besanc¸on France, 3Separative and Biopharmaceutical Sciences
Laboratory – UFR Me´decine-Pharmacie, 25030 Besanc¸on cedex France
Ultraviolet B radiations (UVB) contribute to the development of various deleterious cutaneous
effects (erythema, carcinogenesis, photoaging). Some of these damages are the conse-
quence of oxidative stress induced by UVB. Our objective was to compare the antioxydant
status of photoexposed (PF) with non-photoexposed human dermal fibroblasts (NPF) in
response to UVB irradiation.
After measuring the cytotoxicity and apoptosis of both types of cells, we examined the cell
resistance to oxidative stress, and studied the activity of four antioxidant enzymes. We
measured the concentration of two oxidative stress markers. We studied these different
parameters 2 hours and 24 hours after irradiation.
We observed that the increase of the apoptotic population 24 hours after irradiation at 1000
mJ/cm2 was higher for PF than NPF. An increase of lipid peroxidation was observed 2 hours
after irradiation at 1000 mJ/cm2 for PF only (po0.01).
The glutathion concentration of both types of cells underwent an equivalent decrease 24 h
after irradiation at 1000 mJ/cm2. Glutathion peroxidase, catalase and superoxyde dismutase
activity shows variations which tend to indicate that, in our study conditions, PF are more
sensitive to UVB than NPF. This study is the first step before additional investigations which
will help to understand UVB-induced lesions in PF and NPF by the characterization of other
cell parameters.
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Histological study of the skin of patients with Sjogren’s syndrome and healthy subjects:
Preliminary results.
AM Roguedas1,2, G Le Masson3, YL Pennec4, P Youinou2, L Misery1
1Departments of Dermatology, 2Immunology, 3Pathology and 4Internal Medicine, University
Hospital, Brest, France
Sjogren syndrome (SS) is a frequent auto-immune disease, characterised by lymphocyte
infiltration of exocrine glands. Most of the time, there are xerostomia and kerato conjunctivitis
sicca, and it is why SS diagnosis is usually confirmed by salivary gland biopsy. Nevertheless,
exocrine glands of the skin (sebaceous and sweat glands) are also involved by the disease in
the skin. We wondered if we could use biopsies for SS diagnosis.
We have tried to compare histological studies of cutaneous exocrine gland in SS subjects
and healthy subjects. Biopsies were performed in armpits, because of the high density of
exocrine glands. Skin biopsies of 6mm were performed with punch on 6 patients and 3
healthy subjects after they gave written informed consent.
Xerosis was found with clinical examination in 4 cases. All samples showed exocrine
glands. A chronic lymphocytic infiltrate was observed in 3 patients but none in healthy
subjects. Two of patients without histological abnormality have also no xerosis.
These preliminary results let us postulate that cutaneous biopsy could be an alternative
solution to salivary gland biopsy when there is xerosis.
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Study on seborrheic dermatitis and stress: Preliminary results.
L. Misery, S. Touboul, S.C. Consoli, N. Feton-Danou, F. Cardinaud, C. de la Chapelle, D.
Pomey-Rey, S. Dutray, S.M. Consoli and the French Psychodermatology Group
Stress is known as a triggering factor of seborrheic dermatitis but there is no published study
confirming this fact.
We have performed a prospective study for 4 months, by submitting a self-questionnaire to
outpatients.
51 patients were included in the study: 29 men and 22 women. The middle age was 45.24
years (from 18 to 82). Scalp was involved in 41 patients, face in 37, chest in 11 and other
areas in 9. Only 4 patients presented with associated symptoms of psoriasis. There was no
patient with Parkinson disease, HIV disease or cancer. 5 subjects declare psychiatric disorder
but 8 took a psychotrope during the study (neither lithium nor neuroleptic). Among usual
triggering factors, 26 patients spontaneously reported stress. The factor triggering the first
eruption was unknown in 30 subjects and stress was noted by 15. About the present eruption,
the data were respectively 19 and 25. 27 people reported a stress event during the week
preceding the eruption and 22 in the month. Psychological repercussions of the eruption were
assessed as nul (15 subjects), weak (16), moderate (12) or severe (8). Concerning the disease,
the data were: nul 17, weak 16, moderate 12 and severe 6.
In this population, with a low number of psychiatric disorders, stress was cited in about
50% of cases as a usual triggering factor for the disease and as a triggering factor for the
ongoing eruption. Psychological repercussions do not appear severe but are present. Our
study seems to confirm the role of stress in the pathophysiogeny of seborrheic dermatitis.
Another study on the personnality of our patients, especially on their reactivity to stress, is in
progress.
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Research of skin abnormalities in infantile autism.
C. Jacobzone-Le´veˆque1, E. Lemonnier2, C. Bessaguet3, S. Peudonnier4, A. Lazartigues2, L.
Misery1
1Departments of Dermatology, 2Infantile Psychiatry, 3Registry of Cancer, and 4Pediatry,
University Hospital, Brest, France.
Infantile autism is a severe developmental disorder occuring before 30 month of age . Its
ethiopathogeny is still unknown and multiple causes are suspected. Abnormal development
of ectodermal tissues in fetal life can result in later disorders affecting both brain and skin. We
wondered if skin abnormalities could be somatic markers of autism.
We conducted a cross sectional study.
– cases: autism children among patients seen in the department of child psychiatry
– controls: children seen at the school medical examination.
Cases as well as controls had a complete dermatological examination.
We made a univaried then stratified analysis with p statistically significant when below 0,05.
46 cases and 71 controls were included. We found significant differences between the two
populations. Autistic patients had more red dermographism (p¼ 0,026) and less infectious
skin diseases (p¼ 0,032) and probably more factitious dermatitis compared to controls
(p¼ 0,058). These results were not modified after confounders analysis.
These differences can be explained by the psychosis for factitious dermatitis and infectious
diseases. Red dermographism may result in abnormal acetylcholine metabolism, in favor of
the biological theory for pathogenesis of autism. This original study needs to be confirmed by
a case-control study.
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Livedo and pregnancy losses without antiphospholipid antibodies.
C. Jacobzone-Le´veˆque1, E. Pasquier1, L. de Saint Martin1, D. Mottier1
1EA3878, CHU de la Cavale Blanche, 29609 Brest Cedex, France.
The mechanisms responsible for pregnancy losses are not all elucidated. This study was set
up to compare the presence of extensive livedo between women referred for history of
unexplained pregnancy losses (without antiphospholipid syndrome (APS) ) and age matched
control women. The aim of this study was to assess whether livedo can be an independent
marker for pregnancy loss.
We conducted a paired case-control study.
cases : women referring for history of unexplained consecutive pregnancy losses and who
had no APS. Pregnancy losses was defined as 2 or more unexplained consecutive pregnancy
losses at or before 21 weeks of gestation or at least one unexplained pregancy loss after 21
weeks of gestation.
controls were paired women matched for age who had at least one normal pregnancy with
a living birth and no miscarriage.
The presence of livedo was retained when it involved thighs as well as legs.
109 cases and 253 controls were included. The mean age was 31. Cases experienced a
mean of 3 pregnancy losses.
17 case women had an extensive livedo (15%) versus 20 control women(8%)which was
statistically significant (p¼0,03).
The APS is well defined since 1988 by the Sapporo criteria. It is defined by the clinical
association between antiphospholipid antibodies (aPL), vascular thrombosis and complica-
tions of pregnancy. It can be associated with systemic lupus erythematosus. Livedo is a
common manifestation of APS found in 50% of cases.
This study suggests that livedo is associated with pregnancy losses in the absence of aPL.
It may be:
- a new entity resembling aPL negative Sneddon’s syndrome
- a real APS with a non undiscovered antiphospholipid autoantibody
APS occurring only under particular circumstance as pregnancy.
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Predictive factors of multiple cutaneous carcinomas in kidney-transplant recipients
already presenting with a ﬁrst cutaneous carcinoma.
S. EUVRARD, AC. BUTNARU, J. KANITAKIS, N. LEFRANC¸OIS, F. CHAPUIS, A. CLAUDY
Dermatology, Nephrology & Clinical Methodology Departments, Edouard Herriot Hospital,
Lyon, France.
Introduction. Squamous cell carcinomas (SCC) are the most frequent cancers after organ
transplantation. After the development of a first SCC, most kidney-transplant recipients
develop other cutaneous tumors including new SCC, basal cell carcinomas, keratoacantho-
mas, Bowen’s disease and premalignant keratoses. We have previously shown that 67% of
patients have a cumulative mean number of 5 lesions within 2 years following the first SCC,
the corresponding figures at 5 years being 88% of patients with a mean number of 10 lesions.
Patients and methods. 140 of 1860 kidney-transplant recipients seen in our department
developed at least one SCC post-graft. 19 patients were excluded. For each patient, the risk
factors were recorded (sun exposure, skin type, eye and hair color), as well as age, number of
graft rejections, immunosuppressive treatment, initial renal disease (congenital abnormalities,
glomerulonephritis). Analysis of the results was made by Cox’s method and negative binomial
regression.
Results. 121 patients were studied. The follow-up was 1 year for 100 patients, 2 years for 88,
3 years for 70 and 5 years for 51. The mean age at transplantation was 43 years, the mean
delay for the first SCC was 10 years, and 20 months after the first for the second SCC. 20% of
patients had been retransplanted. 30% of patients had at least another cutaneous tumor and
10% multiple SCC from the beginning. Young age at transplantation, length of immunosup-
pression at the time of the first SCC and lack of sun protection proved to be risk factors in
univariate analysis. The number of transplantations before the first SCC, past-history of
glomerulonephritis, blue eyes and the number of SCC at day 0 proved to be risk factors in
multivariate binomial regression analysis.
Conclusion. A better knowledge of predictive factors of multiple cutaneous SCC is essential
and will permit a more efficient follow-up of grafted patients and a closer monitoring for those
at high risk of multiple carcinomas.
A22 ABSTRACTS THE JOURNAL OF INVESTIGATIVE DERMATOLOGY
P31
Adults with atopic dermatitis: Sexual impact on patients’ partners.
Taı¨eb C1, N’Guyen C2, Myon E1, Martin N1
1Dpt Sante´ publique, Laboratoires Pierre Fabre2PF Sante´, Castres.
Objectives: The aim of this study was to evaluate the impact of atopic dermatitis on
patients’ husbands’ and wives’ daily life.
Methods: Atopic patients coming spontaneously to their dermatologist for a consultation
were remitted two questionnaires: the first one to be completed by the patient himself
(sexuality, SF12 & DLQI) and the second one to be completed by the patient’s partner
(sexuality & SF12) whenever there was one.
Results: 156 partners were interviewed. The average age of the partners was 37.4 years old
(sd: 11.6). 67.1% were men , 32.9% were women . If 84.7% of the partners know that AD is
not contagious , 15.3% reported that it could be it ‘‘sometimes’’. Furthermore, 60.4% of the
partners fear a transmission of the AD to their child (women: 66.7% vs. men:57.3%).
Concerning the impact of AD on partners’sex life, 32% said that it can decreased their libido
(16.3% for those whose partner suffers from .moderate AD and 39.5% for those whose
partner suffers from .severe AD). To the question ‘‘does your partners eczema decrease your
sexual desire?’’ 48.3% answered ‘‘sometimes’’. Only 63.5% of the partners declared that the
physical aspect of the eczema ‘‘never’’ had any repercussions on their sex life. In comparison,
concerning the patients themselves, 57.5% declared that their atopic dermatitis did
‘‘sometimes’’ decreased their libido and 36.6% said that their atopic dermatitis at least
‘‘sometimes’’ decreased their partners sexual desire. Their overall health, measured using the
SF-12, showed no impairment in the physical dimension. However, the mental dimension is
more markedly impaired when the partner is a woman (MCS- 12¼46.8 (sd: 10) for the women
sufferers versus MCS-12¼ 50.6 (sd: 6.8) for the men (po0.002)).
Discussion: For the first time, a specific survey assessed AD consequences on patients’
husbands and wives’ Daily life. Impact on sexuality and limited knowledge of AD by husbands
and wives demonstrated the necessary global management of the patient and the importance
of patient, family and relatives’ education.
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Adults with atopic dermatitis: Quality of life impact.
Taı¨eb C1, N’Guyen C2, Myon E1, Martin N1
1Dpt Sante´ publique, Laboratoires Pierre Fabre 2. PF Sante´, Castres
Objectives: The aim of this study was to evaluate the impact of atopic dermatitis (AD) on
adults’ quality of life in France.
Methods: Atopic patients coming spontaneously to their dermatologist for a consultation
were remitted two questionnaires Quality of life was assessed using the SF-12, a generic
measure of health status, is composed of 2 dimensions, a Physical Component Summary
(PCS-12) and a Mental Component Summary (MCS-12). A more specific questionnaire, the
Dermatology Life Quality Index (DLQI), was used too.
Results: The sex ratio in our population (n¼266) was 34.2% of men versus 65.8% of women.
The mean age of our population was 33.4 years old (sd: 12). The average history of AD was 18
years (sd:13.8). The severity of the AD was determined by the dermatologist using the
SCORAD index. According to this classification, 1.6% of our population present a mild form
of atopic dermatitis, 44.1% a moderate form and 54.3% a severe form. Compared to the
patients’ own evaluation, 63% identically evaluated the severity of the AD, 31.3%
underestimated it and 5.7% overestimated it. Mean DLQI total score was 8.8 (sd 5.5) with
no significant difference between men, 8.6 (sd 5.3), and women, 8.8 (sd 5.6). According to the
SCORAD index (evaluated by the dermatologist), mean DLQI scores were 6.8 (sd 4.4) for
group gathering ‘‘mild’’ and ‘‘moderate’’ and 10.2 (sd 5.6) for ‘‘severe’’ group. Although
Physical dimension (PCS-12) of SF-12 was not impaired (mean score 50.7, sd 7.3), the Mental
dimension (MCS-12) was very low (mean score 39.5, sd 10.6). According to the SCORAD,
MCS-12 scores were respectively 42.8 (sd 9.8) and 36.5 (sd 10.1) for ‘‘mild or moderate’’
group and ‘‘severe’’ group (po0.0001).
Discussion: The quality of life of patients suffering from Atopic Dermatitis was impaired,
especially according to the AD severity. In our study DLQI mean score was 8.8. This study
especially highlights the impact of AD on patient’s mental health (MCS-12 mean
score¼ 39.5), demonstrating the importance of psychological interventions in addition to
dermatological management.
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Adults with atopic dermatitis: Impact on sexuality.
Taı¨eb C1, N’Guyen C2, Myon E1, Martin N1
1Dpt Sante´ publique, Laboratoires Pierre Fabre 2. PF Sante´, Castres, 2Pierre Fabre Sante´,
Castres
Objectives: To assess the impact of atopic dermatitis on the patient’s sexuality.
Methods: Atopic patients consulting spontaneously their dermatologist were given two
questionnaires: the first one was to be completed by the patient himself/herself and the
second, by the patient’s partner, if this was the case. Patients were asked to fill in a
questionnaire on sexuality and two questionnaires on quality of life: a generic questionnaire
(SF-12) and a specific one for skin pathologies (DLQI). Partners were asked to complete the
same questionnaire on sexuality as well as the SF-12 questionnaire. The dermatologist was
asked to assess AD severity using the SCORAD index.
Results: Sex ratio for our population (n¼ 266) was 34.2% of men versus 65.8% of women.
Mean age of our population was 33.4 years old (SD: 12). The average number of years with
atopic dermatitis was 18 years (SD:13.8). Severity of AD was determined by the dermatologist
using the SCORAD index. According to this classification, 1.6% of our population presented a
mild form of atopic dermatitis, 44.1% a moderate form and 54.3% a severe form. Regarding
the consequences of the pathology; only 10.5% of interviewed subjects said that their atopic
condition had never affected their physical appearance. They were also 18.3% to speak
about their partner’s fear of catching the disease. For 57.5% of the subjects, atopic dermatitis
resulted in, at least some of the time, a decrease in sexual desire.
Aspect of AD (redness, dryness) was affecting their sexuality at least from time to time for
55.4% of them. Regarding treatment, 46.8% declared an impact of the latter on their
sexuality.
Discussion: Results of this study underline the sizable impact of atopic dermatitis on
sexuality. Over 1 patient in 2 reported a decrease in sexual desire. AD should hence be more
considered as a public health problem so as to provide patients with better global
management.
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Nail psoriasis: Elaboration of a scale for functional bother.
Taı¨eb C1, Corvest M2, Voisard JJ3, Myon E1, Martin N1
1Dpt Sante´ publique, Laboratoires Pierre Fabre; 2APLCP, France; 3Pierre Fabre Dermato-
logie, Lavaur
Objectives: The aim of this study was to validate a scale for functional bother specific for
nail psoriasis. The questionnaire will have to be adapted both in the case of toe or finger nail
psoriasis. The measured criterion will be unidimensional and related to the bother caused by
nail psoriasis in daily life.
Methods: The scale was developed according to the international recommendations on
quality of life research. In October 2004, in collaboration with the French Association for the
fight against Psoriasis (APLCP), a vast survey was carried out in France by sending to the
4,000 members, selected by drawing lots, a questionnaire that included several items. The
first step of the process has led to the selection of 10 items related to functional bother
induced by nail psoriasis.
Results: In total, 795 questionnaires concerning individuals affected by nail psoriasis were
usable. Validation analyses included the 10 selected items. Questionnaire’s contents were
coherent with the a-Cronbach coefficient equaling 0.88. The unidimensional feature of the
questionnaire was verified: the analysis in principal components (ACP) revealed that 49% of
the total variance was explained by one component. The DLQI (Dermatology Quality of Life
Index) specific to dermatological pathologies was also given and enabled a comparison with
the scale to validate. Pearson’s correlation coefficient between both scales was 0.48. The
severity of the affection assessed through the DLQI evolved in the same way as the
evaluation for the ‘‘Nail Psoriasis’’ scale. A test-retest performed on a sample of 15 individuals
showed that the scale could be reproduced with an intra-class correlation coefficient of 0.82
between 2 administrations.
Discussion: The ‘‘Nail Psoriasis’’ scale is simple to use and easy to give to the patient. The
qualitative features which must be found in a quality of life scale have been checked:
comprehensibility, reliability and validity. The scale will have to be used during clinical trials in
order to demonstrate its ability in measuring change in condition (before and after treatment).
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Nail psoriasis: Epidemiological study in France.
Taı¨eb C1, Corvest M2, Voisard JJ3, Myon E1, Martin N1
1Dpt Sante´ publique, Laboratoires Pierre Fabre; 2APLCP, France; 3Pierre Fabre Dermato-
logie, Lavaur
Objectives: The aim of this study was to evaluate the characteristics of patients affected by
psoriasis and pay particular attention to those with nail psoriasis.
Methods: In October 2004, in collaboration with the French Association for the fight against
Psoriasis (APLCP), a vast survey was carried out in France by sending to the 4,000 members,
selected by drawing lots, a questionnaire that included several items. The first part of the
questionnaire looked into the social and demographic characteristics of the patients,
psoriasis localization and psoriasis age. The second part was dedicated to patients with nail
psoriasis with a description of its extent and bothersome effects. The last part was a quality
of life questionnaire specific to dermatological pathologies to be filled in by all patients: the
DLQI (Dermatology Life Quality Index).
Results: In total, 1309 questionnaires were returned. The population was made up of 57.3%
of women and 42.7% of men. Mean age was 51.8 years (SD¼ 16.2). The age of psoriasis was
under 1 years old for 1.2% of patients, between 1 and 5 years old for 10.8%, and above 5
years old for 88% of them. Psoriasis affected the nails for 60.8% of subjects (for 16.4% only
the hands, for 9.4% only the feet and for 35% both the hands and feet). 86.6% of subjects
said that the aspect of the affection was expressed by a thickening of the nail, 84.9% talked
about a whitish aspect of the nail and 61.8% reported small spots resembling a thimble.
Concerning the consequences, 86.4% considered their affection to be bothersome, 86.5%
considered their affection to be unsightly and 58.9% said that their affection caused pain.
Discussion: Nail affection concerned 60.8% of the patients in the study population. Another
study had shown that nail affection concerned half of the patients affected by psoriasis. Nail
psoriasis had often been there for many years and its treatments were not sufficiently
effective. Consequences on functional, pain-induced and aesthetic bother are significant and
related the localization and extent of nail psoriasis.
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Nail psoriasis: Impact on quality of life.
Taı¨eb C1, Corvest M2, Voisard JJ3, Myon E1, Martin N1
1Dpt Sante´ publique, Laboratoires Pierre Fabre; 2APLCP, France; 3Pierre Fabre Dermato-
logie, Lavaur
Objectives: The aim of this study was to evaluate the consequences of psoriasis on quality
of life and pay particular attention to those with nail psoriasis.
Methods: In October 2004, in collaboration with the French Association for the fight against
Psoriasis (APLCP), a vast survey was carried out in France by sending to the 4,000 members,
selected by drawing lots, a questionnaire that included several items. The first part of the
questionnaire looked into the social and demographic characteristics of the patients,
psoriasis localization and psoriasis age. The second part was dedicated to patients with nail
psoriasis with a description of its extent and bothersome effects. The last part was a quality
of life questionnaire specific to dermatological pathologies to be filled in by all patients: the
DLQI (Dermatology Life Quality Index). The DLQI includes 10 questions organized around 6
dimensions. The higher the score, the more affected is the quality of life.
Results: In total, 1309 questionnaires were returned. The population was made up of 57.3%
of women and 42.7% of men. Mean age was 51.8 years (SD¼ 16.2). Psoriasis affected the
nails for 60.8% of subjects (16.4% for the hands only, 9.4% for the feet only and 35% for both
the hands and feet). The DLQI score was available for 1111 individuals. Average DLQI score
was of 8.3 (SD¼ 6.5). It was significantly related to gender with a score of 7.6 (SD¼ 6.2) for
men and 9 (SD¼ 6.8) for women (p¼ 0.0333). It was also significantly related to age, the
younger the individuals, the more quality of life was affected: 9.4 (SD¼6.6) for the group ‘‘39
years old and under’’, 9.2 (SD¼ 6.7) for the group ‘‘40–54 years’’, 7.8 (SD¼ 6.6) for the group
‘‘55–64 years’’ and 6.7 (SD¼ 5.6) for the group ‘‘65 years old and above’’ (po0.0001). Quality
of life was also linked to the localization of the psoriasis.
Discussion: Quality of life assessed through the DLQI shows an important alteration in the
study population with a mean score of 8.3. In comparison with other studies using the DLQI; a
score of 8.9 was found for severe psoriasis, 12.5 for atopic dermatitis and 4.3 for acne.
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Sensitive skin: Impact on quality of life.
Misery L1, Martin N2, Myon E2, Nocera T3, Taı¨eb C2
1Service de Dermatologie, CHU Brest, France; 2Public Health Dpt, Pierre Fabre
Laboratories, France; 3Laboratoires Dermatologiques Ave`ne, France
Objectives: To Assess, among the French population over the age of 15, the impact of
sensitive skin on quality of life through the use of two validated questionnaires : the SF-12 and
HAD-Depression scale.
Methods: A study was carried out by IPSOS Sante´, polling organization, in July 2004. Sample
was made up of 1,001 individuals selected among a national representative sample of the
French population over 15 years old. Subjects were interviewed by phone according to the
quota method (gender, age, profession of head of family, town category and region).
Questions on how they perceived their skin sensitivity and possible aggravating factors were
asked. Quality of life was then assessed through the SF-12 and the HAD depressive
symptomatology scale.
Results: When asked ‘‘Do you have sensitive skin?’’, 20.7% answered ‘‘very sensitive’’,
38.2% ‘‘sensitive’’, 27.5 % ‘‘hardly sensitive’’, 13.2% ‘‘not sensitive’’ and 0.5% ‘‘gave no
answer’’.
Physical and mental quality of life was assessed through the SF-12. Regarding the physical
dimension, mean PCS-12 score was 49.2 (SD¼ 8.6) in the group ‘‘very sensitive or sensitive’’
against 50.6 (SD¼ 8) in the group ‘‘hardly or not sensitive’’ (p¼ 0.0134). Regarding the mental
dimension, mean MCS-12 score was 45.9 (SD¼ 9.9) in the group ‘‘very sensitive or sensitive’’
against 48.1 (SD¼9.7) in the group ‘‘hardly or not sensitive’’ (p¼ 0.0004). Evaluation of
depressive symptomatology using the HAD scale showed that there was no significant link
between depressive symptomatology and skin sensitivity: in the group ‘‘very sensitive or
sensitive’’, 4.3% of subjects presented a certain depressive symptomatology against 4.8% in
the group ‘‘hardly or not sensitive’’.
Discussion: According to the SF-12 scale, the higher the sensitivity, the more affected is
quality of life. Nevertheless, the HAD-Depression scale, which measures depressive
symptomatology, did not bring to the fore any relation with skin sensitivity.
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Sensitive skin: Epidemiology and seasonal variations.
Misery L1, Martin N2, Myon E2, Nocera T3, Taı¨eb C2
1Service de Dermatologie, CHU Brest, France; 2Public Health Dpt, Pierre Fabre
Laboratories, France; 3Laboratoires Dermatologiques Ave`ne, France
Objectives: To assess the prevalence of ‘‘sensitive skin’’ and its seasonal impact through
two surveys both carried out among a representative sample of the French population over
the age of 15.
Methods: Two studies were carried out by the polling organization IPSOS Sante´. The first
survey took place early March 2004 (winter season) and the second end of July 2004 (summer
season). Samples were made up of respectively 1,006 and 1,001 individuals selected among
a national representative sample of the French population over 15 years old. Subjects were
interviewed by phone according to the quota method (gender, age, profession of head of
family, town category and region). Questions on how they perceived their skin sensitivity and
possible aggravating factors were asked.
Results: Characteristics of both samples were perfectly similar in terms of gender, age,
profession of head of family, town category and region.
When asked, ‘‘Do you have sensitive skin?’’, they were in the first survey (wintertime) 11.9%
to answer ‘‘very sensitive’’, 39.8% ‘‘sensitive’’, 28.5% ‘‘hardly sensitive’’, 19.1% ‘‘not
sensitive’’ and 0.6% ‘‘gave no answer’’. For the second survey (summertime), answers to the
same questions were significantly different: ‘‘very sensitive’’ 20.7%, ‘‘sensitive’’ 38.2%,
‘‘hardly sensitive’’ 27.5%, ‘‘not sensitive’’ 13.2% and ‘‘gave no answer’’ 0.5%. For both
surveys, the level of sensitivity was significantly higher in the female population. Regarding
possible sensitivity dermatological factors, some were significantly more pronounced in
summer as shown by the second survey: drier skin; greater sensitivity to various factors:
changes in temperature, pollution, air conditioning; more visible skin redness following
exposure to the sun or emotion.
Discussion: Study results clearly show good knowledge of skin sensitivity by the population.
Women have greater skin sensitivity compared with men. The difference in results between
both studies suggests greater skin sensitivity during summer.
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3D morphological analysis of erbium YAG laser-induced wounds: A pilot study.
D. Black, Y. Ferraq, JM. Lagarde, 1S. Mordon2 S. Dahan3 JL. Grolleau, AM Schmitt IRPF,
Toulouse, France
1UPRES EA2689 INSERM IFR114, Lille, France. 2Clinique St Jean, Toulouse, France.
3Plastic Surgery & Burns Dept, Rangeuil Hospital, Toulouse, France.
Aims: An Erbium:YAG (Er:YAG) laser has been used ex vivo for the controlled induction of
skin wounds with the aim of validating a non-invasive technique for 3D analysis of wound
morphology.
Methods: The laser (2940nm, pulse 250ms), was used on human skin explants obtained post
surgery. Three laser fluences of 10, 50 & 200 J/cm2 were used to remove stratum corneum,
epidermis, and papillary dermis with some reticular dermis respectively. After each ablation,
the wound cavity was directly measured with a technique enabling 3D reconstruction of the
surface topography using the fringe projection principle. From this, wound depth and volume
were determined and compared to histology.
Results: The average depths of ablation obtained with the 3D technique were 17.4  1.7mm
(10 J/cm2), 44  16mm (50 J/cm2) , and 245  61mm (200J/cm2). These values were
comparable to those of histology: 14.6  1.7mm ; 50.8  11.6mm ; and 284.2  126mm
respectively. The advantage of the 3D method is the in situ measurement of morphology, as
opposed to conventional histology where tissue contraction occurs with the fixing procedure.
Thus, quantification with the 3D method is more reliable.
Conclusions: These initial results confirm the use of the 3D technique for direct analysis of
wounds induced by laser or by other means (e.g. dermatome, suction blister . . .). The
measurement of the depth of tissue removed is useful for verifying the standardization of the
method used, and the epidermal/dermal level of the lesion obtained.
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Association of androgenetic alopecia and hypertension.
S. AHOUANSOU, P. LETOURMELIN, V. DESCAMPS
Association between androgenetic alopecia and hypertension has not been studied sofar.
250 consecutive male patients (35–65 years) were enrolled in a prospective study to
evaluate the association between androgenetic alopecia and hypertension. The patients were
recruited by 5 generalist physicians. Androgenetic alopecia was scored following a simplified
Hamilton’s classification.
Hypertension was present in 40% of the patients. 68.4% had alopecia. 82% of the patients
with hypertension had alopecia. 54% of the patients without hypertension had alopecia. The
association between hypertension and alopecia was highly significant (po0.001).
Multivariate logistic regression analysis revealed that antecedent of familial alopecia was
the main risk factor (odds ratio: 27.1), then hypertension (4.34). The odds ratio for age was
1.08.
No association was demonstrated for treatment, mellitus diabetes, smoking.
Some reports had previously suggested that androgenetic alopecia could be a risk factor
for coronary heart disease. Primary hyperaldosteronism is considered to be the major factor
of essential hypertension. Experirmental data suggested that mineralocorticoid could play a
role in alopecia. Surexpression of the receptor of mineralocorticoid in a transgenic mouse
model induced alopecia (personal communication). In the same way spironolactone, an
antagonist of aldactone has been used for long time in the treatment of androgenetic
alopecia.
These data suggested a role a mineralocorticoid in androgenetic alopecia and could bring
new therapeutic approach of androgenetic alopecia.
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Prevalence and clinical signiﬁcance of autoantibodies HP1.
C. Lok, N Tapiero, I Henri, B Buendia, JC Courvalin, O Ganry, K Lassoued
CHU Amiens, France : 1:Dermatologie, 2:Immunologie, 3: Biostatistiques
Thirty to 40% of sera of patients with anticentromere antibodies (ACA) contain antibodies
directed against peri centromeric heterochromatin protein1.The aim of our study was
1) to measure the prevalence of autoantibodies HP1 in auto-immune diseases, in sera of
patients with and without ACA 2) to look for a link between anti HP1 and organs involvment.
Patients and methods: 169 sera of patients with auto-immunes disorders (group I, 92
patients), with various disorders (group II, 47 patients), and healthy subjects (Gr III, 30
patients) ; Anti HP1 were detected by par Elisa assay and immunoblot technique.
Results: antibodies antiHP1 were positive in 29% of group I patients, in 19% of group
patients and 3.3% of group III patients. AntiHP1 were positive in 50% of sera with ACA and in
19% of sera without ACA. We found an association between the presence of anti HP1 and
ACA. In scleroderma, there is an association between the presence of antiHP1 and
oesophagus involvment and between antiHP1 and absence of pulmonary involvment.
Conclusion: AntiHP1 antibodies are non specific but often associated with scleroderma,
mainly with CREST syndrome.
A24 ABSTRACTS THE JOURNAL OF INVESTIGATIVE DERMATOLOGY
